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(57) Abstract 

Gene Therapy vectors, 
which are especially useful for 
cystic fibrosis, and methods for 
using the vectors are disclosed. 
In preferred embodiments, the 
vectors are adenovirus-based. 
Advantages of adenovirus-based 
vectors for gene therapy are that 
they appear to be relatively safe 
and can be manipulated to encode 
the desired gene product and 
at the same time are inactivated 
terms of their, ability to 
replicate in a normal lytic 
viral life cycle. Additionally, 
adenovirus has a natural 
tropism for airway epithelia. 
Therefore, adenovirus-based 
vectors are particularly preferred 
for respiratory gene therapy 
applications such as gene 
therapy for cystic fibrosis. 
In one embodiment, the 
adenovirus-based gene therapy 
vector comprises an adenovirus 
2 serotype genome in which 
the Ela and Elb regions of the 
genome, which are involved in 

early stages of viral replication have been deleted and replaced by genetic material of interest (e.g., DNA encoding the cystic fibrosis 
tra nsmemb rane regulator protein). In another embodiment, the adenovirus-based therapy vector is a pseudo-adenovirus (PAV). PAVs 
contain no potentially harmful viral genes, have a theoretical capacity for foreign material of nearly 36 kb, may be produced in reasonably 
high titers and maintain the tropism of the parent adenovirus for dividing and non-dividing human target cell types. 
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GENE THERAPY FOR CYSTIC FIBROSIS 

Related Application 

This application is a continuation-in-part application of United States Serial Number 
5 08/130,682, filed on October 1, 1993 which is a continuation-in-part application of United 
States Serial Number 07/985,478, filed on December 2, 1992, which is a continuation-in-part 
application of United States Serial Number 07/613,592, filed on November 15, 1990, which 
is in turn a continuation-in-part application of United States Serial Number 07/589,295, filed 
on September 27, 1990, which is itself a continuation-in-part application of United States 

10 Serial Number 07/488,307, filed on March 5, 1990. The contents of all of the above co- 
pending patent applications are incorporated herein by reference. Definitions of language or 
terms not provided in the present application are the same as those set forth in the copending 
applications. Any reagents or materials used in the examples of the present application 
whose source is not expressly identified also is the same as those described in the copending 

1 5 application, e.g., AF508 CFTR gene and CFTR antibodies. 

Background of the Invention 

Cystic Fibrosis (CF) is the most common fatal genetic disease in humans (Boat, T.F. 
et al. in The Metabolic Basis of Inherited Diseases (Scriver, C.R. et aL eds., McGraw-Hill, 

20 New York (1989)). Approximately one in every 2,500 infants in the United States is born 
with the disease. At the present time, there are approximately 30,000 CF patients in the 
United States. Despite current standard therapy, the median age of survival is only 26 years. 
Disease of the pulmonary airways is the major cause of morbidity and is responsible for 95% 
of the mortality. The first manifestation of lung disease is often a cough, followed by 

25 progressive dyspnea. Tenacious sputum becomes purulent because of colonization of 

Staphylococcus and then with Pseudomonas. Chronic bronchitis and bronchiectasis can be 
partially treated with current therapy, but the course is punctuated by increasingly frequent 
exacerbations of the pulmonary disease. As the disease progresses, the patient's activity is 
progressively limited. End-stage lung disease is heralded by increasing hypoxemia, 

30 pulmonary hypertension, and cor pulmonale. 

The upper airways of the nose and sinuses are also involved in CF. Most patients 
with CF develop chronic sinusitis. Nasal polyps occur in 15-20% of patients and are 
common by the second decade of life. Gastrointestinal problems are also frequent in CF; 
infants may suffer meconium ileus. Exocrine pancreatic insufficiency, which produces 

35 symptoms of malabsorption, is present in the large majority of patients with CF. Males are 
almost uniformly infertile and fertility is decreased in females. 

Based on both genetic and molecular analyses, a gene associated with CF was isolated 
as part of 21 individual cDNA clones and its protein product predicted (Kerem, B.S. et al. 
(1989) Science 245:1073-1080; Riordan, J.R. et al. (1989) Science 245:1066-1073; 
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Rommens, J.M. et al. (1989) Science 245:1059-1065)). United States Serial Number 
07/488,307 describes the construction of the gene into a continuous strand, expression of the 
gene as a functional protein and confirmation that mutations of the gene are responsible for 
CF. (See also Gregory, RJ. et al. (1990) Nature 347:382-386; Rich, D.P. et al. (1990) Nature 
5 347:358-362). The co-pending patent application also discloses experiments which show that 
proteins expressed from wild type but not a mutant version of the cDNA complemented the 
defect in the cAMP regulated chloride channel shown previously to be characteristic of CF. 

The protein product of the CF associated gene is called the cystic fibrosis 
transmembrane conductance regulator (CFTR) (Riordan, J.R. et al. (1989) Science 245:1066- 

1 0 1 073). CFTR is a protein of approximately 1 480 amino acids made up of two repeated 
elements, each comprising six transmembrane segments and a nucleotide binding domain. 
The two repeats are separated by a large, polar, so-called R-domain containing multiple 
potential phosphorylation sites. Based on its predicted domain structure, CFTR is a member 
of a class of related proteins which includes the multi-drug resistance (MDR) or P- 

15 glycoprotein, bovine adenyl cyclase, the yeast STE6 protein as well as several bacterial 

amino acid transport proteins (Riordan, J.R. et al. (1989) Science 245:1066-1073; Hyde, S.C. 
et al. (1990) Nature 346:362-365). Proteins in this group, characteristically, are involved in 
pumping molecules into or out of cells. 

CFTR has been postulated to regulate the outward flow of anions from epithelial cells 

20 in response to phosphorylation by cyclic AMP-dependent protein kinase or protein kinase C 
(Riordan, Jit et al. (1989) Science 245:1066-1073; Welsh, 1986; Frizzell, R.A. et al. (1986) 
Science 233:558-560; Welsh, MJ. and Liedtke, CM. (1986) Nature 322:467; Li, M. et al. 

(1988) Nature 331:358-360; Huang, T-C. et al. (1989) Science 244:1351-1353). 
Sequence analysis of the CFTR gene of CF chromosomes has revealed a variety of 

25 mutations (Cutting, G.R, et al. (1 990) Nature 346:366-369; Dean, M. et al. (1 990) Cell 

61 :863-870; and Kerem, B-S. et al. (1989) Science 245:1073-1080; Kerem, B-S. et al. (1990) 
Proc. Natl Acad Set USA 87:8447-8451). Population studies have indicated that the most 
common CF mutation, a deletion of the 3 nucleotides that encode phenylalanine at position 
508 of the CFTR amino acid sequence (AF508), is associated with approximately 70% of the 

30 cases of cystic fibrosis. This mutation results in the failure of an epithelial cell chloride 
channel to respond to cAMP (Frizzell R.A. et al. (1986) Science 233:558-560; Welsh, M.J. 
(1986) Science 232:1648-1650.; Li, M. et al. (1988) Nature 331 :358-360; Quinton, P.M. 

(1989) Clin. Chem. 35:726-730). In airway cells, this leads to an imbalance in ion and fluid 
transport. It is widely believed that this causes abnormal mucus secretion, and ultimately 

35 results in pulmonary infection and epithelial cell damage. 

Studies on the biosynthesis (Cheng, S.H. et al. (1990) Cell 63:827-834; Gregory, RJ. 
et al. (1991) Afo/. Cell Biol 1 1 :3886-3893) and localization (Denning, G.M. et al. (1992) 1 
Cell Biol 1 1 8:551-559 ) of CFTR AF508, as well as other CFTR mutants, indicate that many 
CFTR mutant proteins are not processed correctly and, as a result, are not delivered to the 
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plasma membrane (Gregory, R.J. et al. (1991) Mol Cell Biol 1 1 :3886-3893). These 
conclusions are consistent with earlier functional studies which failed to detect cAMP- 
stimulated CI' channels in cells expressing CFTR AF508 (Rich, D.P. et al. (1990) Nature 
347:358-363; Anderson, M.P. et al. (1991) Science 251:679-682). 
5 To date, the primary objectives of treatment for CF have been to control infection, 

promote mucus clearance, and improve nutrition (Boat, T.F. et al. in The Metabolic Basis of 
Inherited Diseases (Scriver, CR. et al. eds., McGraw-Hill, New York (1989)). Intensive 
antibiotic use and a program of postural drainage with chest percussion are the mainstays of 
therapy. However, as the disease progresses, frequent hospitalizations are required. 
10 Nutritional regimens include pancreatic enzymes and fat-soluble vitamins. Bronchodilators 
are used at times. Corticosteroids have been used to reduce inflammation, but they may 
produce significant adverse effects and their benefits are not certain. In extreme cases, lung 
transplantation is sometimes attempted (Marshall, S. et al. (1990) Chest 98:1488). 
Most efforts to develop new therapies for CF have focused on the pulmonary 
1 5 complications. Because CF mucus consists of a high concentration of DNA, derived from 
lysed neutrophils, one approach has been to develop recombinant human DNase (Shak, S. et 
al. (1990) Proc. Natl Sci Acad USA 87:9188). Preliminary reports suggest that aerosolized 
enzyme may be effective in reducing the viscosity of mucus. This could be helpful in 
clearing the airways of obstruction and perhaps in reducing infections. In an attempt to limit 
20 damage caused by an excess of neutrophil derived elastase, protease inhibitors have been 

tested. For example, alpha- 1 -antitrypsin purified from human plasma has been aerosolized to 
deliver enzyme activity to lungs of CF patients (McElvaney, N. et al. (1 991) The Lancet 
337:392). Another approach would be the use of agents to inhibit the action of oxidants 
derived from neutrophils. Although biochemical parameters have been successfully 
25 measured, the long term beneficial effects of these treatments have not been established. 

Using a different rationale, other investigators have attempted to use pharmacological 
agents to reverse the abnormally decreased chloride secretion and increased sodium 
absorption in CF airways. Defective electrolyte transport by airway epithelia is thought to 
alter the composition of the respiratory secretions and mucus (Boat, T.F. et al. in The 
30 Metabolic Basis of Inherited Diseases (Scriver, CR. et al. eds., McGraw-Hill, New York 
(1989); Quinton, P.M. (1990) FASEB1 4:2709-2717). Hence, pharmacological treatments 
aimed at correcting the abnormalities in electrolyte transport could be beneficial. Trials are in 
progress with aerosolized versions of the drug amiloride; amiloride is a diuretic that inhibits 
sodium channels, thereby inhibiting sodium absorption. Initial results indicate that the drug 
35 is safe and suggest a slight change in the rate of disease progression, as measured by lung 
function tests (Knowles, M. et al. (1990) N. Eng. J. Med 322: 1 1 89-1 194; App, E.(l 990) Am. 
Rev. Respir. Dis. 141:605). Nucleotides, such as ATP or UTP, stimulate purinergic receptors 
in the airway epithelium. As a result, they open a class of chloride channel that is different 
from CFTR chloride channels. In vitro studies indicate that ATP and UTP can stimulate 
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chloride secretion (Knowles, M. et al. (1991) N. Eng. J. Med 325:533). Preliminary trials to 
test the ability of nucleotides to stimulate secretion in vivo, and thereby correct the electrolyte 
transport abnormalities are underway. 

Despite progress in therapy, cystic fibrosis remains a lethal disease, and no current 
5 therapy treats the basic defect. However, two general approaches may prove feasible. These 
are: 1) protein replacement therapy to deliver the wild type protein to patients to augment 
their defective protein, and; 2) gene replacement therapy to deliver wild type copies of the CF 
associated gene. Since the most life threatening manifestations of CF involve pulmonary 
complications, epithelial cells of the upper airways are appropriate target cells for therapy. 

1 0 The feasibility of gene therapy has been established by introducing a wild type cDN A 

into epithelial cells from a CF patient and demonstrating complementation of the hallmark 
defect in chloride ion transport (Rich, D.P. et al. (1990) Nature 347:358-363 ). This initial 
work involved cells in tissue culture, however, subsequent work has shown that to deliver the 
gene to the airways of whole animals, defective adenoviruses may be useful (Rosenfeld, 

15 (1992) Cell 68:143-155). However, the safety and effectiveness of using defective 
adenoviruses remain to be demonstrated. 

Summary of the Invention 

In general, the instant invention relates to vectors for transferring selected genetic 

20 material of interest (e.g., DNA or RNA) to cells in vivo. In preferred embodiments, the 

vectors are adeno virus-based. Advantages of adenovirus-based vectors for gene therapy are 
that they appear to be relatively safe and can be manipulated to encode the desired gene 
product and at the same time are inactivated in terms of their ability to replicate in a normal 
lytic viral life cycle. Additionally, adenovirus has a natural tropism for airway epithelia. 

25 Therefore, adenovirus-based vectors are particularly preferred for respiratory gene therapy 
applications such as gene therapy for cystic fibrosis. 

In one embodiment, the adenovirus-based gene therapy vector comprises an 
adenovirus 2 serotype genome in which the Ela and Elb regions of the genome, which are 
involved in early stages of viral replication have been deleted and replaced by genetic 

30 material of interest (e.g., DNA encoding the cystic fibrosis transmembrane regulator protein). 

In another embodiment, the adenovirus-based therapy vector is a pseudo-adenovirus 
(PAV). PAVs contain no potentially harmful viral genes, have a theoretical capacity for 
foreign material of nearly 36 kb, may be produced in reasonably high titers and maintain the 
tropism of the parent adenovirus for dividing and non-dividing human target cell types. 

35 PAVs comprise adenovirus inverted terminal repeats and the minimal sequences of a wild- 
type adenovirus type 2 genome necessary for efficient replication and packaging by a helper 
virus and genetic material of interest. In a preferred embodiment, the PAV contains 
adenovirus 2 sequences. 
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In a further embodiment, the adenovirus-based gene therapy vector contains the open 
reading frame 6 (ORF6) of adenoviral early region 4 (E4) from the E4 promoter and is 
deleted for all other E4 open reading frames. Optionally, this vector can include deletions in 
the El and/or E3 regions. Alternatively, the adenovirus-based gene therapy vector contains 
5 the open reading frame 3 (ORF3) of adenoviral E4 from the E4 promoter and is deleted for all 
other E4 open reading frames. Again, optionally, this vector can include deletions in the El 
and/or E3 regions. The deletion of non-essential open reading frames of E4 increases the 
cloning capacity by approximately 2 kb without significantly reducing the viability of the 
virus in cell culture. In combination with deletions in the El and/or E3 regions of adenovirus 
10 vectors, the theoretical insert capacity of the resultant vectors is increased to 8-9 kb. 

The invention also relates to methods of gene therapy using the disclosed vectors and 
genetically engineered cells produced by the method. 

Brief Description of the Tables and Drawings 
1 5 Further understanding of the invention may be had by reference to the tables and 

figures wherein: 

Table I shows CFTR mutants wherein the known association with CF (Y, yes or N, 
no), exon localization, domain location and presence (+) or absence (-) of bands A, B, and C 
20 of mutant CFTR species is shown. TM6, indicates transmembrane domain 6; NBD 

nucleotide binding domain; ECD, extracellular domain and Term, termination at 21 codons 
past residue 1337; 

Table II shows the nucleotide sequence of Ad2/CFTR-1 ; 

25 

Table III depicts a nucleotide analysis of Ad2-ORF6/PGK-CFTR; 

The convention for naming mutants is first the amino acid normally found at the 
particular residue, the residue number (Riordan, T.R. et al. (1989) Science 245:1066-1073). 
30 and the amino acid to which the residue was converted. The single letter amino acid code is 
used: D, aspartic acid; F, phenylalanine; G, glycine; I, isoleucine; K, lysine; M, methionine; 
N, asparagine; Q, glutamine; R, arginine; S, serine; W, tryptophan. Thus G551D is a mutant 
in which glycine 551 is converted to aspartic acid; 

35 Figure 1 shows alignment of CFTR partial cDNA clones used in construction of 

cDNA containing complete coding sequence of the CFTR, only restriction sites relevant to 
the DNA constructions described below are shown; 

Figure 2 depicts plasmid construction of the CFTR cDNA clone pKK-CFTRl ; 
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Figure 3 depicts plasmid construction of the CFTR cDNA clone pKK-CFTR2; 
Figure 4 depicts plasmid construction of the CFTR cDNA clone pSC-CFTR2; 

5 

Figure 5 shows a plasmid map of the CFTR cDNA clone pSC-CFTR2; 

Figure 6 shows the DNA sequence of synthetic DNAs used for insertion of an intron 
into the CFTR cDNA sequence, with the relevant restriction endonuclease sites and 
1 0 nucleotide positions noted; 

Figures 7A and 7B depict plasmid construction of the CFTR cDNA clone pKK- 
CFTR3; 

1 5 Figure 8 shows a plasmid map of the CFTR cDNA pKK-CFTR3 containing an intron 

between nucleotides 1716 and 1717; 

Figure 9 shows treatment of CFTR with glycosidases; 

20 Figures 1 OA and 1 OB show an analysis of CFTR expressed from COS-7 transfected 

cells; 

Figures 1 1 A and 1 IB show pulse-chase labeling of wild type and AF508 mutant 
CFTR in COS-7 transfected cells; 

25 

Figures 12A-12D show immunolocalization of wild type and AF508 mutant CFTR; 
and COS-7 cells transfected with pMT-CFTR or pMT-CFTR-AF508; 

Figure 1 3 shows an analysis of mutant forms of CFTR; 

. 30 

Figure 14 shows a map of the first generation adenovirus based vector encoding 
CFTR (Ad2/CFTR-1); 

Figure 15 shows the plasmid construction of the Ad2/CFTR-1 vector; 

35 

Figure 16 shows an example of UV fluorescence from an agarose gel electrophoresis 
of products of nested RT-PCR from lung homogenates of cotton rats which received 
Ad2/CFTR-I. The gel demonstrates that the homogenates were positive for virally-encoded 
CFTR mRNA; 
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Figure 1 7 shows an example of UV fluorescence from an agarose gel electrophoresis 
of products of nested RT-PCR from organ homogenates of cotton rats. The gel demonstrates 
that all organs of the infected rats were negative for Ad2/CFTR with the exception of the 
5 small bowel; 

Figures 18A and 18B show differential cell analyses of bronchoalveolar lavage 
specimens from control and infected rats. These data demonstrate that none of the rats 
treated with Ad2/CFTR-1 had a change in the total or differential white blood cell count 4, 
10 10, and 14 days after infection (Figure 18A) and 3, 7, and 14 days after infection (Figure 
18B); 

Figure 19 shows hematoxilyn and eosin stained sections of cotton rat tracheas from 
both treated and control rats sacrificed at different time points after infection with 
1 5 Ad2/CFTR-1 . The sections demonstrate that there were no observable differences between 
the treated and control rats; 

Figures 20A and 20B show examples of UV fluorescence from an agarose gel 
electrophoresis, stained with ethidium bromide, of products of RT-PCR from nasal brushings 
20 of Rhesus monkeys after application of Ad2/CFTR-1 or Ad2/(J-Gal; 

Figure 21 shows lights microscopy and immunocytochemistry from monkey nasal 
brushings. The microscopy revealed that there was a positive reaction when nasal epithelial 
cells from monkeys exposed to Ad2/CFTR-1 were stained with antibodies to CFTR; 

25 

Figure 22 shows immunocytochemistry of monkey nasal turbinate biopsies. This 
microscopy reveals increased immunofluorescence at the apical membrane of the surface 
epithelium from biopsies obtained from monkeys treated with Ad2/CFTR-1 over that seen at 
the apical membrane of the surface epithelium from biopsies obtained from control monkeys; 

30 

Figures 23A-23D show serum antibody titers in Rhesus monkeys after three vector 
administrations. These graphs demonstrate that all three monkeys treated with Ad2/CFTR-1 
developed antibodies against adenovirus; 

35 Figure 24 shows hematoxilyn and eosin stained sections from monkey medial 

turbinate biopsies. These sections demonstrate that turbinate biopsy specimens from control 
monkeys could not be differentiated from those from monkeys treated with Ad2/CFTR-1 
when reviewed by an independent pathologist; 
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Figures 25A-25I show photomicrographs of human nasal mucosa immediately before, 
during, and after Ad2/CFTR-1 application. These photomicrographs demonstrate that 
inspection of the nasal mucosa showed mild to moderate erythema, edema, and exudate in 
patients treated with Ad2/CFTR-1 (Figures 25A-25C) and in control patients (Figures 25G- 
5 251). These changes were probably due to local anesthesia and vasocontriction because when 
an additional patient was exposed to Ad2/CFTR in a method which did not require the use of 
local anesthesia or vasoconstriction, there were no symptoms and the nasal mucosa appeared 
normal (Figures 25D-25F); 



1 0 Figure 26 shows a photomicrograph of a hematoxilyn and eosin stained biopsy of 

human nasal mucosa obtained from the third patient three days after Ad2/CFTR-1 
administration. This section shows a morphology consistent with CF, i.e., a thickened 
basement membrane and occasional morphonuclear cells in the submucosa, but no 
abnormalities that could be attributed to the adenovirus vector; 

15 

Figure 27 shows transepithelial voltage (V{) across the nasal epithelium of a normal 
human subject. Amiloride (jxM) and terbutaline (pM) were perfused onto the mucosal 
surface beginning at the times indicated. Under basal conditions (Vt) was electrically 
negative. Perfusion of amiloride onto the mucosal surface inhibited (Vj) by blocking apical 
20 Na + channels; 



Figures 28A and 28B show transepithelial voltage (Vt) across the nasal epithelium of 
normal human subjects (Figure 28A) and patients with CF (Figure 28B). Values were 
obtained under basal conditions, during perfusion with amiloride ftiM), and during perfusion 

25 of amiloride plus terbutaline (pM) onto the mucosal surface. Data are from seven normal 
subjects and nine patients with CF. In patients with CF, (Vt) was more electrically negative 
than in normal subjects (Figure 28B). Amiloride inhibited (Vt) in CF patients, as it did in 
normal subjects. However, Vt failed to hyperpolarize when terbutaline was perfused onto the 
epithelium in the presence of amiloride. Instead, (Vt) either did not change or became less 

30 negative, a result very different from that observed in normal subjects; 



Figures 29A and 29B show transepithelial voltage (Vt) across the nasal epithelium of 
a third patient before (Figure 29A) and after (Figure 29B) administration of approximately 
25 MOI of Ad2/CFTR-1 . Amiloride and terbutaline were perfused onto the mucosal surface 
35 teginning at the times indicated. Figure 29A shows an example from the third patient before 
treatment Figure 29B shows that in contrast to the response before Ad2/CFTR-1 was 
applied, after virus replication, in the presence of amiloride, terbutaline stimulated V t ; 
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Figures 30A-30F show the time of course changes in transepithelial electrical 
properties before and after administration of Ad2/CFTR-1 . Figures 30A and 30B are from 
the first patient who received approximately 1 MOI; Figures 30C and 30D are from the 
second patient who received approximately 3 MOI; and Figures 30E and 30F are from the 
5 third patient who received approximately 25 MOI. Figures 30A, 30C, and 30E show values 
of basal transeptithelial voltage (Vj) and Figures 30B, 30D, and 30F show the change in 
transepithelial voltage (AVf) following perfusion of terbutaline in the presence of amiloride. 
Day zero indicates the day of Ad2/CFTR-1 administration. Figures 30A, 30C, and 30E show 
the time course of changes in basal Vf for all three patients. The decrease in basal V t 
1 0 suggests that application of Ad2/CFTR-1 corrected the CF electrolyte transport defect in 
nasal epithelium of all three patients. Additional evidence came from an examination of the 
response to terbutaline. Figures 30B, 30D, and 30F show the time course of the response. 
These data indicate that Ad2/CFTR-1 corrected the CF defect in CI" transport; 

1 5 Figure 3 1 shows the time course of changes in transepithelial electrical properties 

before and after administration of saline instead of Ad2/CFTR-1 to CF patients. Day zero 
indicates the time of mock administration. The top graph shows basal transepithelial voltage 
(Vt) and the bottom graph shows the change in transepithelial voltage following perfusion 
with terbutaline in the presence of amiloride (AVj). Closed symbols are data from two 

20 patients that received local anesthetic/vasoconstriction and placement of the applicator for 
thirty minutes. Open symbol is data from a patient that received local 
anesthetic/vasoconstriction, but not placement of the applicator. Symptomatic changes and 
physical findings were the same as those observed in CF patients treated with a similar 
administration procedure and Ad2/CFTR-1 ; 

25 

Figure 32 shows a map of the second generation adenovirus based vector, PAV; 

Figure 33 shows the plasmid construction of a second generation adenoviral vector 6 
(Ad E4 ORF6); 

30 

Figure 34 is a schematic of Ad2-ORF6/PGK-CFTR which differs from Ad2/CFTR in 
that the latter utilized the endogenous Ela promoter, had no poly A addition signal directly 
downstream of CFTR and retained an intact E4 region; 

35 Figure 35 shows short-circuit currents from human CF nasal polyp epithelial cells 

infected with Ad2-ORF6/PGK-CFTR at multiplicities of 0.3, 3, and 50. At the indicated 
times: (1) 10 amiloride, (2) cAMP agonists (10 ^M forskolin and 100 *iM IBMX, and (3) 
1 mM diphenylamine-2-carboxylate were added to the mucosal solution; 
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Figures 36A-36D show immunocytochemistry of nasal brushings by laser scanning 
microscopy of the Rhesus monkey C, before infection (36A) and on 7 days (36B); 24 (36C); 
and 38 (36D) after the first infection with Ad2-ORF6/PGK-CFTR; 

Figures 37A-37D show immunocytochemistry of nasal brushings by laser scanning 
microscopy of Rhesus monkey D, before infection (37A) and on days 7 (37B); 24 (37C); and 
48 (37D) after the first infection with Ad2-ORF6/PGK-CFTR; 

Figures 38A-38D show immunocytochemistry of nasal brushings by laser scanning 
microscopy of the Rhesus monkey E, before infection (38A) and on days 7 (38B); 24 (38C); 
and 48 (38D) after the first infection with Ad2-ORF6/PGK-CFTR; 

Figures 39A-39C show summaries of the clinical signs (or lack thereof) of infection 
with Ad2-ORF6/PGK-CFTR; 

Figures 40A-40C shows a summary of blood counts, sedimentation rate, and clinical 
chemistries after infection with Ad2-ORF6/PGK-CFTR for monkeys C, D, and E. There was 
no evidence of a systemic inflammatory response or other abnormalities of the clinical 
chemistries; 

Figure 41 shows summaries of white blood cells counts in monkeys C, D, and E after ' 
infection with Ad2-ORF6/PGK-CFTR. These date indictate that the administration of Ad2- 
ORF6/PGK-CFTR caused no change in the distribution and number of inflammatory cells at 
any of the time points following viral administration; 

Figure 42 shows histology of submucosal biopsy performed on Rhesus monkey C on 
day 4 after the second viral instillation of Ad2-ORF6/PGK-CFTR. Hematoxylin and eosin 
stain revealed no evidence of inflammation or cytopathic changes; 

Figure 43 shows histology of submucosal biopsy performed on Rhesus monkey D on 
day 1 1 after the second viral instillation of Ad2-ORF6/PGK-CFTR. Hematoxylin and eosin 
stain revealed no evidence of inflammation or cytopathic changes; 

Figure 44 shows histology of submucosal biopsy performed on Rhesus monkey E on 
day 1 8 after the second viral instillation of Ad2-ORF6/PGK-CFTR. Hematoxylin and eosin 
stain revealed no evidence of inflammation or cytopathic changes; and 
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Figures 45A-45C show antibody titers to adenovirus prior to and after the first and second 
administrations of Ad2-ORF6/PGK-CFTR. Prior to administration of Ad2-ORF6/PGK- 
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CFTR, the monkeys had received instillations of Ad2/CFTR-1. Antibody titers measured by 
ELISA rose within one week after the first and second administrations of Ad2-ORF6/PGK- 
CFTR. Serum neutralizing antibodies also rose within a week after viral administration and 
peaked at day 24. No anti-adenoviral antibodies were detected by ELISA or neutralizing 
assay in nasal washings of any of the monkeys. 

Detailed Description an d Best Mode 

Gene Therapy 

As used herein, the phrase "gene therapy" refers to the transfer of genetic material 
(e.g., DNA or RNA) of interest into a host to treat or prevent a genetic or acquired disease or 
condition. The genetic material of interest encodes a product (e.g., a protein polypeptide, 
peptide or functional RNA) whose production in vivo is desired. For example, the genetic 
material of interest can encode a hormone, receptor, enzyme or (poly) peptide of therapeutic 
value. Examples of genetic material of interest include DNA encoding: the cystic fibrosis 
transmembrane regulator (CFTR), Factor VIE, low density lipoprotein receptor, beta- 
galactosidase, alpha-galactosidase, beta-glucocerebrosidase, insulin, parathyroid hormone, 
and alpha- 1 -antitrypsin. 

Although the potential for gene therapy to treat genetic diseases has been appreciated 
for many years, it is only recently that such approaches have become practical with the 
treatment of two patients with adenosine deamidase deficiency. The protocol consists of 
removing lymphocytes from the patients, stimulating them to grow in tissue culture, infecting 
them with an appropriately engineered retrovirus followed by reintroduction of the cells into 
the patient (Kantoff, P. et al. (1987) J. Exp. Med 166:219). Initial results of treatment are 
very encouraging. With the approval of a number of other human gene therapy protocols for 
limited clinical use, and with the demonstration of the feasibility of complementing the CF 
defect by gene transfer, gene therapy for CF appears a very viable option. 

The concept of gene replacement therapy for cystic fibrosis is very simple; a 
preparation of CFTR coding sequences in some suitable vector in a viral or other carrier 
delivered directly to the airways of CF patients. Since disease of the pulmonary airways is 
the major cause of morbidity and is responsible for 95% of mortality, airway epithelial cells 
are preferred target cells for CF gene therapy: The first generation of CF gene therapy is 
likely to be transient and to require repeated delivery to the airways. Eventually, however, 
gene therapy may offer a cure for CF when the identity of the precursor or stem cell to air 
epithelial cells becomes known. If DNA were incorporated into airway stem cells, all 
subsequent generations of such cells would make authentic CFTR from the integrated 
sequences and would correct the physiological defect almost irrespective of the biochemical 
basis of the action of CFTR. 
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Although simple in concept, scientific and clinical problems face approaches to gene 
therapy, not least of these being that CF requires an in vivo approach while all gene therapy 
treatments in humans to date have involved ex vivo treatment of cells taken from the patient 
followed by reintroduction. 
5 One major obstacle to be overcome before gene therapy becomes a viable treatment 

approach for CF is the development of appropriate vectors to infect tissue manifesting the 
disease and deliver the therapeutic CFTR gene. Since viruses have evolved very efficient 
means to introduce their nucleic acid into cells, many approaches to gene therapy make use of 
engineered defective viruses. However, the use of viruses in vivo raises safety concerns. 
1 0 Although potentially safer, the use of simple DNA plasmid constructs containing minimal 
additional DNA, on the other hand, is often very inefficient and can result in transient protein 
expression. 

The integration of introduced DNA into the host chromosome has advantages in that 
such DNA will be passed to daughter cells. In some circumstances, integrated DNA may 

1 5 also lead to high or more sustained expression. However, integration often, perhaps always, 
requires cellular DNA replication in order to occur. This is certainly the case with the present 
generation of retroviruses. This limits the use of such viruses to circumstances where cell 
division occurs in a high proportion of cells. For cells cultured in vitro, this is seldom a 
problem, however, the cells of the airway are reported to divide only infrequently 

20 (Kawanami, O. et al. (1979) An. Rev. Respir. Dis. 120:595). The use of retroviruses in CF 
will probably require damaging the airways (by agents such as SO2 or O3) to induce cell 
division. This may prove impracticable in CF patients. 

Even if efficient DNA integration could be achieved using viruses, the human genome 
contains elements involved in the regulation of cellular growth only a small fraction of which 

25 are presently identified. By integrating adjacent to an element such as a proto-oncogene or an 
anti-oncogene, activation or inactivation of that element could occur leading to uncontrolled 
growth of the altered cell. It is considered likely that several such activation/inactivation 
steps are usually required in any one cell to induce uncontrolled proliferation (R.A. Weinberg 
(1 989) Cancer Research 49:3713 ), which may reduce somewhat the potential risk. On the 

30 other hand, insertional mutagenesis leading to tumor formation is certainly known in animals 
with some nondefective retroviruses (R-A. Weinberg, supra; Payne, G.S. et al. (1982) Nature 
295:209), and the large numbers of potential integrations occurring during the lifetime of a 
patient treated repeatedly in vivo with retroviruses must raise concerns on the safety of such a 
procedure. 

35 In addition to the potential problems associated with viral DNA integration, a number 

of additional safety issues arise. Many patients may have preexisting antibodies to some of 
the viruses that are candidates for vectors, for example, adenoviruses. In addition, repeated 
use of such vectors might induce an immune response. The use of defective viral vectors 



WO 94/12649 



PCT/US93/11667 



-13- 

may alleviate this problem somewhat, because the ver ors will not lead to productive viral 
life cycles generating infected cells, cell lysis or large aiunbers of progeny viruses. 

Other issues associated with the use of viruses are the possibility of recombination 
with related viruses naturally infecting the treated patient, complementation of the viral 
5 defects by simultaneous expression of wild type virus proteins and containment of aerosols of 
the engineered viruses. 

Gene therapy approaches to CF will face many of the same clinical challenges at 
protein therapy. These include the inaccessibility of airway epithelium caused by mucus 
build-up and the hostile nature of the environment in CF airways which may inactivate 
1 0 viruses/vectors. Elements of the vector carriers may be immunogenic and introduction of the 
DNA may be inefficient These problems, as with protein therapy, are exacerbated by the 
absence of a good animal model for the disease nor a simple clinical end point to measure the 
efficacy of treatment 

15 CF Gene Therapy Vectors - Possible Option? 

Retroviruses - Although defective retroviruses are the best characterized system and 
so far the only one approved for use in human gene therapy (Miller, A.D. (1990) Blood 
76:271), the major issue in relation to CF is the requirement for dividing cells to achieve 
20 DNA integration and gene expression. Were conditions found to induce airway cell division, 
the in vivo application of retroviruses, especially if repeated over many years, would 
necessitate assessment of the safety aspects of insertional mutagenesis in this context. 

Adeno- Associated Virus - (AAV) is a naturally occurring defective virus that requires 
25 other viruses such as adenoviruses or herpes viruses as helper viruses(Muzyczka, N. ( 1 992) in 
Current Topics in Microbiology and Immunology 158:97). It is also one of the few viruses 
that may integrate its DNA into non-dividing cells, although this is not yet certain. Vectors 
containing as little as 300 base pairs of AAV can be packaged and can integrate, but space for 
exogenous DNA is limited to about 4.5 kb. CFTR DNA may be towards the upper limit of 
30 packaging. Furthermore, the packaging process itself is presently inefficient and safety issues 
such as immunogenecity, complementation and containment will also apply to AAV. 
Nevertheless, this system is sufficiently promising to warrant further study. 

Plasmid DNA - Naked plasmid can be introduced into muscle cells by injection into 
35 the tissue. Expression can extend over many months but the number of positive cells is low 
(Wolff, J. et al. (1 989) Science 247:1465). Cationic lipids aid introduction of DNA into some 
cells in culture (Feigner, P. and Ringold, G.M. (1989) Nature 337:387). Injection of cationic 
lipid plasmid DNA complexes into the circulation of mice has been shown to result in 
expression of the DNA in lung (Brigham, K. et al. (1989) Am. J. Med. Sci. 298:278). 
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Instillation of cationic lipid plasmid DNA into lung also leads to expression in epithelial cells 
but the efficiency of expression is relatively low and transient (Hazinski, T.A. et al. (1991) 
Am. J. Respir., Cell Mol. Biol. 4:206). One advantage of the use of plasmid DNA is that it 
can be introduced into non-replicating cells. However, the use of plasmid DNA in the CF 
5 airway environment, which already contains high concentrations of endogenous DNA may be 
problematic. 



Receptor Mediated Entry - In an effort to improve the efficiency of plasmid DNA 
uptake, attempts have been made to utilize receptor-mediated endocytosis as an entry 

10 mechanisms and to protect DNA in complexes with polylysine (Wu, G. and Wu, C.H. (1988) 
J. Biol Chem. 263:14621). One potential problem with this approach is that the incoming 
plasmid DNA enters the pathway leading from endosome to lysosome, where much incoming 
material is degraded. One solution to this problem is the use of transferrin DNA-polylysine 
complexes linked to adenovirus capsids (Curiel, D.T. et al. (1991) Proc. Natl. Acad Sci. USA 

15 88:8850). The latter enter efficiently but have the added advantage of naturally disrupting the 
endosome thereby avoiding shuttling to the lysosome. This approach has promise but at 
present is relatively transient and suffers from the same potential problems of 
immunogenicity as other adenovirus based methods. 

20 Adenovirus - Defective adenoviruses at present appear to be a promising approach to 

CF gene therapy (Berkner, KX. (1988) BioTechniques 6:616). Adenovirus can be 
manipulated such that it encodes and expresses the desired gene product, (e.g., CFTR), and at 
the same time is inactivated in terms of its ability to replicate in a normal lytic viral life cycle. 
In addition, adenovirus has a natural tropism for airway epithelia. The viruses are able to 

25 infect quiescent cells as are found in the airways, offering a major advantage over 

retroviruses. Adenovirus expression is achieved without integration of the viral DNA into the 
host cell chromosome, thereby alleviating concerns about insertional mutagenesis. 
Furthermore, adenoviruses have been used as live enteric vaccines for many years with an 
excellent safety profile (Schwartz, A.R. et al. (1974) Am. Rev. Respir. Dis. 109:233-238). 

30 Finally, adenovirus mediated gene transfer has been demonstrated in a number of instances 
including transfer of alpha-1 -antitrypsin and CFTR to the lungs of cotton rats (Rosenfeld, 
M.A. et al. (1991) Science 252:431-434; Rosenfeld et al., (1992) Cell 68:143-155). 
Furthermore, extensive studies to attempt to establish adenovirus as a causative agent in 
human cancer were uniformly negative (Green, M et al. (1979) Proc. Natl. Acad. Sci. USA 

35 76:6606). 

The following properties would be desirable in the design of an adenovirus vector to 
transfer the gene for CFTR to the airway cells of a CF patient. The vector should allow 
sufficient expression of the CFTR, while producing minimal viral gene expression. There 
should be minimal viral DNA replication and ideally no virus replication. Finally, 
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recombination to produce new viral sequences and complementation to allow growth of the 
defective virus in the patient should be minimized. A first generation adenovirus vector 
encoding CFTR (Ad2/CFTR), made as described in the following Example 7, achieves most 
of these goals and was used in the human trials described in Example 10. 
5 Figure 14 shows a map of Ad2/CFTR-1. As can be seen from the figure, this first . 

generation virus includes viral DNA derived from the common relatively benign adenovirus 2 
serotype. The Ela and Elb regions of the viral genome, which are involved in early stages of 
viral replication have been deleted. Their removal impairs viral gene expression and viral 
replication. The protein products of these genes also have immortalizing and transforming 

1 0 function in some non-permissive cells. 

The CFTR coding sequence is inserted into the viral genome in place of the Ela/Elb 
region and transcription of the CFTR sequence is driven by the endogenous Ela promoter. 
This is a moderately strong promoter that is functional in a variety of cells. In contrast to 
some adenovirus vectors (Rosenfeld, M. et al. (1992) Cell 68:143), this adenovirus retains 

15 the E3 viral coding region. As a consequence of the inclusion of E3, the length of the 

adenovirus-CFTR DNA is greater than that of the wild-type adenovirus. The greater length 
of the recombinant viral DNA renders it more difficult to package. This means that the 
growth of the Ad2/CFTR virus is impaired even in permissive cells that provide the missing 
Ela and Elb functions. 

20 The E3 region of the Ad2/CFTR-1 encodes a variety of proteins. One of these 

proteins, gpl 9, is believed to interact with and prevent presentation of class 1 proteins of the 
major histocompatability complex (MHC) (Gooding, C.R. and Wold, W.S.M. (1990) Crit 
Rev. Immunol 10:53). This property prevents recognition of the infected cells and thus may 
allow viral latency. The presence of E3 sequences, therefore, has two useful attributes; first, 

25 the large size of the viral DNA renders it doubly defective for replication (i.e., it lacks early 
functions and is packaged poorly) and second, the absence of MHC presentation could be 
useful in later applications of Ad2/CFTR-1 in gene therapy involving multiple 
administrations because it may avoid an immune response to recombinant virus containing 
cells. 

30 Not only are there advantages associated with the presence of E3; there may be 

disadvantages associated with its absence. Studies of E3 deleted virus in animals have 
suggested that they result in a more severe pathology (Gingsberg, H.S. et al. (1989) Proc. 
Natl Acad. Sci. (USA) 86:3823). Furthermore, E3 deleted virus, such as might be obtained 
by recombination of an El plus E3 deleted virus with wild-type virus, is reported to outgrow 

35 wild-type in tissue culture (Barkner, K.L. and Sharp, P. (1 983) Nucleic Acids Research 
1 1 :6003). By contrast, however, a recent report of an E3 replacement vector encoding 
hepatitis B surface antigen, suggests that when delivered as a live enteric vaccine, such a 
virus replicates poorly in human compared to wild-type. 
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The adenovirus vector.(Ad2/CFTR-l) and a related virus encoding the marker 0- 
galactosidase (Ad2/p-gal) have been constructed and grown in human 293 cells. These cells 
contain the El region of adenovirus and constitutively express Ela and Elb, which 
complement the defective adenoviruses by providing the products of the genes deleted from 
5 the vector. Because the size of its genome is greater than that of wild-type virus, Ad2/CFTR 
is relatively difficult to produce. 

The Ad2/CFTR-1 virus has been shown to encode CFTR by demonstrating the 
presence of the protein in 293 cells. The Ad2/p~gal virus was shown to produce its protein in 
a variety of cell lines grown in tissue culture including a monkey bronchiolar cell line 
10 (4MBR-5), primary hamster tracheal epithelial cells, human HeLa, human CF PAC cells (see 
Example 8) and airway epithelial cells from CF patients (Rich, O. et al. (1 990) Nature 
347:358). 

Ad2/CFTR-1 is constructed from adenovirus 2 (Ad2) DNA sequences. Other 
varieties of adenovirus (e.g., Ad3, Ad5, and Ad7) may also prove useful as gene therapy 
1 5 vectors. This may prove essential if immune response against a single serotype reduces the 
effectiveness of the therapy. 

Second Ge neration Adenoviral Vectors 

Adenoviral vectors currently in use retain most (> 80%) of the parental viral genetic 
20 material leaving their safety untested and in doubt Second-generation vector systems 
containing minimal adenoviral regulatory, packaging and replication sequences have 
therefore been developed. 

Pseudo-Adenovirus Vectors (PAVV PAVs contain adenovirus inverted terminal 
25 repeats and the minimal adenovirus 5' sequences required for helper virus dependent 

replication and packaging of the vector. These vectors contain no potentially harmful viral 
genes, have a theoretical capacity for foreign material of nearly 36 kb, may be produced in 
reasonably high titers and maintain the tropism of the parent virus for dividing and non- 
dividing human target cell types. 
30 The PAV vector can be maintained as either a plasmid-borne construct or as an 

infectious viral particle. As a plasmid construct, PAV is composed of the minimal sequences 
from wild type adenovirus type 2 necessary for efficient replication and packaging of these 
sequences and any desired additional exogenous genetic material, by either a wild-type or 
defective helper virus. 

35 Specifically, PAV contains adenovirus 2 (Ad2) sequences as shown in Figure 1 7, 

from nucleotide (nt) 0-356 forming the 5* end of the vector and the last 109 nt of Ad2 
forming the 3* end of the construct The sequences includes the Ad2 flanking inverted 
terminal repeats (5'ITR) and the 5' ITR adjoining sequences containing the known packaging 
signal and Ela enhancer. Various convenient restriction sites have been incorporated into the 
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fragments, allowing the insertion of promoter/gene cassettes which can be packaged in the 
PAV virion and used for gene transfer (e.g. for gene therapy). The construction and 
propagation of PAV is described in detail in the following Example 1 1. By not containing 
most native adenoviral DNA, the PAVs described herein are less likely to produce a patient 
5 immune reponse or to replicate in a host. 

In addition, the PAV vectors can accomodate foreign DNA up to a maximum length 
of nearly 36 kb. The PAV vectors therefore, are especially useful for cloning larger genes 
(e.g., CFTR (7.5 kb)); Factor VIII (8 kb); Factor IX (9 kb)), which, traditional vectors have 
difficulty accomodating. In addition, PAV vectors can be used to transfer more than one 
10 gene, or more than one copy of a particular gene. For example, for gene therapy of cystic 
fibrosis, PAVs can be used to deliver CFTR in conjunction with other genes such as anti 
proteases (e.g., antiprotease alpha- 1 -antitrypsin) tissue inhibitor of metaloproteinase, 
antioxidants (e.g., superoxide dismutase), enhancers of local host defense (e.g., interferons), 
mucolytics (e.g., DNase); and proteins which block inflammatory cytokines. 

15 

Ad?-E4/QRF$ AfeMViru s Vector? 

An adenoviral construct expressing only the open reading frame 6 (ORF6) of 
adenoviral early region 4 (E4) from the E4 promoter and which is deleted for all other known 
E4 open reading frames was constructed as described in detail in Example 12. Expression of 

20 E4 open reading frame 3 is also sufficient to provide E4 functions required for DNA 

replication and late protein synthesis. However, it provides these functions with reduced 
efficiency compared to expression of ORF6, which will likely result in lower levels of virus 
production. Therefore expressing ORF6, rather than ORF3, appears to be a better choice for 
producing recombinant adenovirus vectors. 

25 The E4 region of adenovirus is suspected to have a role in viral DNA replication, late 

mRNA synthesis and host protein synthesis shut off, as well as in viral assembly (Falgout, B. 
and G. Ketner (1987) J. Virol 61:3759-3768). Adenovirus early region 4 is required for 
efficient virus particle assembly. Adenovirus early region 4 encodes functions required for 
efficient DNA replication, late gene expression, and host cell shutoff. Halbert, D.N. et al. 

30 (1985) 1 Virol 56:250-257. 

The deletion of non-essential open reading frames of E4 increases the cloning 
capacity of recombinant adenovirus vectors by approximately 2 kb of insert DNA without 
significantly reducing the viability of the virus in cell culture. When placed in combination 
with deletions in the El and/or E3 regions of adenovirus vectors, the theoretical insert 

35 capacity of the resultant vectors is increased to 8-9 kb. An example of where this increased 
cloning capacity may prove useful is in the development of a gene therapy vector encoding 
CFTR. As described above, the first generation adenoviral vector approaches the maximum 
packaging capacity for viral DNA encapsidation. As a result, this virus grows poorly and 
may occassionaly give rise to defective progeny. Including an E4 deletion in the adenovirus 
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vector should alleviate these problems. In addition, it allows flexibility in the choice of 
promoters to drive CFTR expression from the virus. For example, strong promoters such as 
the adenovirus major late promoter, the cytomegalovirus immediate early promoter or a 
cellular promoter such as the CFTR promoter, which may be too large for first-generation 
5 adenovirus can be used to drive expression. 

In addition, by expressing only ORF6 of E4, these second generation adenoviral 
vectors may be safer for use in gene therapy. Although ORF6 expression is sufficient for 
viral DNA replication and late protein synthesis in immortalized cells, it has been suggested 
that ORF6/7 of E4 may also be required in non-dividing primary cells (Hemstrom, C. et al. 

10 (1991) J. Virol 65:1440-1449). The 19 kD protein produced from open reading frame 6 and 
7 (ORF6/7) complexes with and activates cellular transcription factor E2F, which is required 
for maximal activation of early region 2. Early region 2 encodes proteins required for viral 
DNA replication. Activated transcription factor E2F is present in proliferating cells and is 
involved in the expression of genes required for cell proliferation (e.g., DHFR, c-myc), 

1 5 whereas activated E2F is present in lower levels in non-proliferating cells. Therefore, the 
expression of only ORF6 of E4 should allow the virus to replicate normally in tissue culture 
cells (e.g., 293 cells), but the absence of ORF6/7 would prevent the potential activation of 
transcription factor E2F in non-dividing primary cellls and thereby reduce the potential for 
viral DNA replication. 

20 

Target Tfegue 

Because 95% of CF patients die of lung disease, the lung is a preferred target for gene 
therapy. The hallmark abnormality of the disease is defective electrolyte transport by the 
epithelial cells that line the airways. Numerous investigators (reviewed in Quinton, F. (1990) 

25 FASEB J. 4:2709) have observed: a) a complete loss of cAMP-mediated transepithelial 
chloride secretion, and b) a two to three fold increase in the rate of Na+ absorption. cAMP- 
stimulated chloride secretion requires a chloride channel in the apical membrane (Welsh, M.J. 
(1987) Physiol Rev. 67:1 143-1 1 84). The discovery that CFTR is a phosphorylation-regulated 
chloride channel and that the properties of the CFTR chloride channel are the same as those 

30 of the chloride channels in the apical membrane, indicate that CFTR itself mediates 

transepithelial chloride secretion. This conclusion was supported by studies localizing CFTR 
in lung tissue: CFTR is located in the apical membrane of airway epithelial cells (Denning, 
G.M. et al. (1992) J. Cell Biol. 1 18:551) and has been reported to be present in the 
submucosal glands (Taussig et al., (1973) J. Clin, Invest. 89:339). As a consequence of loss 

35 of CFTR function, there is a loss of cAMP-regulated transepithelial chloride secretion. At 
this time it is uncertain how dysfunction of CFTR produces an increase in the rate of Na+ 
absorption. However, it is thought that the defective chloride secretion and increased Na+ 
absorption lead to an alteration of the respiratory tract fluid and hence, to defective 
mucociliary clearance, a normal pulmonary defense mechanism. As a result, clearance of 
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inhaled material from the lung is impaired and repeated infections ensue. Although the 
presumed abnormalities in respiratory tract fluid and mucociliary clearance provide a 
plausible explanation for the disease, a precise understanding of the pathogenesis is still 
lacking. 

5 Correction of the genetic defect in the airway epithelial cells is likely to reverse the 

CF pulmonary phenotype. The identity of the specific cells in the airway epithelium that 
express CFTR cannot be accurately determined by immunocytochemical means, because of 
the low abundance of protein. However, functional studies suggest that the ciliated epithelial 
cells and perhaps nonciliated cells of the surface epithelium are among the main cell types 

1 0 involved in electrolyte transport. Thus, in practical terms, the present preferred target cell for 
gene therapy would appear to be the mature cells that line the pulmonary airways. These are 
not rapidly dividing cells; rather, most of them are nonproliferating and many may be 
terminally differentiated. The identification of the progenitor cells in the airway is uncertain. 
Although CFTR may also be present in submucosal glands (Trezise, A.E. and Buchwald, M. 

15 (1991)iVarttre353:434;Englehardt,J.F.etal.(1992)J Clin Invest 90:2598-2607), there is 
no data as to its function at that site; furthermore, such glands appear to be relatively 
inaccessible. 

The airway epithelium provides two main advantages for gene therapy. First, access 
to the airway epithelium can be relatively noninvasive. This is a significant advantage in the 
20 . development of delivery strategies and it will allow investigators to monitor the therapeutic 
response. Second, the epithelium forms a barrier between the airway lumen and the 
interstitium. Thus, application of the vector to the lumen will allow access to the target cell 
yet, at least to some extent, limit movement through the epithelial barrier to the interstitium 
and from there to the rest of the body. 

25 

Efficiency of Gene Delivery Required to Correct The Genetic Defect 

It is unlikely that any gene therapy protocol will correct 1 00% of the cells that 
normally express CFTR. However, several observations suggest that correction of a small 
percent of the involved cells or expression of a fraction of the normal amount of CFTR may 
30 be of therapeutic benefit. 

a. CF is an autosomal recessive disease and heterozygotes have no lung disease. 
Thus, 50% of wild-type CFTR would appear sufficient for normal function. 

35 b. This issue was tested in mixing experiments using CF cells and recombinant 

CF cells expressing wild-type CFTR (Johnson, L.G. et al. (1992) Nature Gen. 2:21). The 
data obtained showed that when an epithelium is reconstituted with as few as 6-10% of 
corrected cells, chloride secretion is comparable to that observed with an epithelium 
containing 100% corrected cells. Although CFTR expression in the recombinant cells is 
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probably higher than in normal cells, this result suggests that in vivo correction of all CF 
airway cells may not be required. 

c. Recent observations show that CFTR containing some CF-associated 
5 mutations retains residual chloride channel activity (Sheppard, D.N. et at. (1992) Pediatr, 
Pulmon Suppl. 8:250; Strong, T.V. et al. (1991) N. Eng. J. Med 325:1630). These mutations 
are associated with mild lung disease. Thus, even a very low level of CFTR activity may at 
least partly ameliorate the electrolyte transport abnormalities. 

10 d. As indicated in experiments described below in Example 8, complementation 

of CF epithelia, under conditions that probably would not cause expression of CFTR in every 
cell, restored cAMP stimulated chloride secretion. 

e. Levels of CFTR in normal human airway epithelia are very low and are barely 
15 detectable. It has not been detected using routine biochemical techniques such as 

immunoprecipitation or immunoblotting and has been exceedingly difficult to detect with 
immunocytochemical techniques (Denning, G.M. et al. (1992) J. Cell Biol 1 18:551). 
Although CFTR has been detected in some cases using laser-scanning confocal microscopy, 
the signal is at the limits of detection and cannot be detected above background in every case. 
20 Despite that minimal levels of CFTR, this small amount is sufficient to generate substantial 
cAMP-stimulated chloride secretion. The reason that a very small number of CFTR chloride 
channels can support a large chloride secretory rate is that a large number of ions can pass 
through a single channel (10*M0? ions/sec) (Hille, B. (1984) Sinauer Assoc. Inc., 
Sunderland, MA 420-426). 

25 

f. Previous studies using quantitative PCR have reported that the airway 
epithelial cells contain at most one to two transcripts per cell (Trapnell, B.C. et al. (1991) 
Proc. Natl Acad Set USA 88:6565). 

. 30 Gene therapy for CF would appear to have a wide therapeutic index. Just as partial 

expression may be of therapeutic value, overexpression of wild-type CFTR appears unlikely 
to cause significant problems. This conclusion is based on both theoretical considerations 
and experimental results. Because CFTR is a regulated channel, and because it has a specific 
function in epithelia, it is unlikely that overexpression of CFTR will lead to uncontrolled 
35 chloride secretion. First, secretion would require activation of CFTR by cAMP-dependent 
phosphorylation. Activation of this kinase is a highly regulated process. Second, even if 
CFTR chloride channels open in the apical membrane, secretion will not ensue without 
regulation of the basolateral membrane transporters that are required for chloride to enter the 
cell from the interstitial space. At the basolateral membrane, the sodium-potassium-chloride 
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cotransporter and potassium channels serve as important regulators of transeptihelial 
secretion (Welsh, M.J. (mi) Physiol. Rev, 67:1143-1184). 

Human CFTR has been expressed in transgenic mice under the control of the 
surfactant protein C(SPC) gene promoter (Whitesett, J.A. et al (1992) Nature Gen. 2:13) and 
5 the casein promoter (Ditullio, P. et al (1 992) Bio/Technology 1 0:74 ). In those mice, CFTR 
was overexpressed in bronchiolar and alveolar epithelial cells and in the mammary glands, 
respectively. Yet despite the massive overexpression in the transgenic animals, there were no 
observable morphologic or functional abnormalities. In addition, expression of CFTR in the 
lungs of cotton rats produced no reported abnormalities (Rosenfeld, M-A. et al. (1992) Cell 
10 68:143-155). 

The present invention is further illustrated by the following examples which in no 
way should be construed as being further limiting. The contents of all cited references 
(including literature references, issued patents, published patent applications, and co-pending 
patent applications) cited throughout this application are hereby expressly incorporated by 
15 reference. 

EXAMPLES 

Example l - Generation of Full Length CFTBj<DNAs 

20 Nearly all of the commonly used DNA cloning vectors are based on plasmids 

containing modified pMBl replication origins and are present at up to 500 to 700 copies per 
cell (Sambrook et al. Molecular Cloning: A Laboratory Manual (Cold Spring Harbor 
Laboratory Press 1 989). The partial CFTR cDNA clones isolated by Riordan et al. were 
maintained in such a plasmid. It was postulated that an alternative theory to intrinsic clone 

25 instability to explain the apparent inability to recover clones encoding full length CFTR 
protein using high copy number plasmids, was that it was not possible to clone large 
segments of the CFTR cDNA at high gene dosage in E. coll Expression of the CFTR or 
portions of the CFTR from regulatory sequences capable of directing transcription and/or 
translation in the bacterial host cell might result in inviability of the host cell due to toxicity 

30 of the transcript or of the full length CFTR protein or fragments thereof. This inadvertent 
gene expression could occur from either plasmid regulatory sequences or cryptic regulatory 
sequences within the recombinant CFTR plasmid which are capable of functioning in £. colt 
Toxic expression of the CFTR coding sequences would be greatly compounded if a large 
number of copies of the CFTR cDNA were present in cells because a high copy number 

35 plasmid was used. If the product was indeed toxic as postulated, the growth of cells 

containing fuD length and correct sequence would be actively disfavored. Based upon this 
novel hypothesis, the following procedures were undertaken. With reference to Figure 2, 
partial CFTR clone Tl 6-4.5 was cleaved with restriction enzymes Sph 1 and Pst 1 and the 
resulting 3.9 kb restriction fragment containing exons 1 1 through most of exon 24 (including 



WO 94/12649 



PCT/US93/11667 



-22- 

an uncharacterized 1 19 bp insertion reported by Riordan et al. between nucleotides 1716 and 
1717), was isolated by agarose gel purification and ligated between the Sph 1 and Pst 1 sites 
of the pMBl based vector pkk223-3 (Brosius and Holy, (1984) Proc. Natl Acad. Set 
£1:6929). It was hoped that the pMB 1 origin contained within this plasmid would allow it 
5 and plasmids constructed from it to replicate at 15-20 copies per host K coli cell (Sambrook 
et al. Molecular Cloning: A Laboratory Manual (Cold Spring Harbor Laboratory Press 
1 989). The resultant plasmid clone was called pkk-4.5. 

Partial CFTR clone Tl 1 was cleaved with Eco Rl and Hindi and the 1 .9 kb band 
encoding the first 1786 nucleotides of the CFTR cDNA plus an additional 100 bp of DNA at 

10 the 5' end was isolated by agarose gel purification. This restriction fragment was inserted 
between the Esq Rl site and Sma 1 restriction site of the plamid Bluescript Sk- (Stratagene, 
catalogue number 212206), such that the CFTR sequences were now flanked on the upstream 
(5 1 ) side by a Sal 1 site from the cloning vector. This clone, designated Tl 1-R, was cleaved 
with £al 1 and Sph 1 and the resultant 1 .8 kb band isolated by agarose gel purification. 

1 5 Plasmid pkk-4.5 was cleaved with Sal I and Sph 1 and the large fragment was isolated by 
agarose gel purification. The purified Tl 1-R fragment and pkk-4.5 fragments were ligated to 
construct pkk-CFTRl. pkk-CFTRl contains exons 1 through 24 of the CFTR cDNA. It was 
discovered that this plasmid is stably maintained in £ coli cells and confers no measureably 
disadvantageous growth characteristics upon host cells. 

20 pkk-CFTRl contains, between nucleotides 1716 and 1717, the 1 19 bp insert DNA 

derived from partial cDNA clone Tl 6-4.5 described above. In addition, subsequent sequence 
analysis of pkk-CFTRl revealed unreported differences in the coding sequence between that 
portion of CFTR1 derived from partial cDNA clone Tl 1 and the published CFTR cDNA 
sequence. These undesired differences included a 1 base-pair deletion at position 995 and a 

25 C to T transition at position 1 507. 

To complete construction of an intact correct CFTR coding sequence without 
mutations or insertions and with reference to the construction scheme shown in Figure 3, 
pkk-CFTRl was cleaved with Xba I and Hpa L and dephosphoiylated with calf intestinal 
alkaline phosphatase. In addition, to reduce the likelihood of recovering the original clone, 
. 30 the small unwanted Xba I /Hpa I restriction fragment from pKK-CFTRl was digested with 

Sph I . Tl 6- 1 was cleaved with Xba I and Afic I and the 1 . 1 5 kb fragment isolated by agarose 
gel purification. Tl 6-4.5 was cleaved with Acc I and Hpa I and the 0.65 kb band was also 
isolated by agarose gel purification. The two agarose gel purified restriction fragments and 
the dephosphorylated pKK-CFTRl were ligated to produce pKK-CFTR2. Alternatively, 

35 pKK-CFTR2 could have been constructed using corresponding restriction fragments from the 
partial CFTR cDNA clone Cl-1/5. pKK-CFTR2 contains the uninterrupted CFTR protein 
coding sequence and conferred slow growth upon is. coli host cells in which it was inserted, 
whereas pKK-CFTRl did not. The origin of replication of pKK-CFTR2 is derived from 
pMBl and confers a plasmid copy number of 15-20 copies per host cell. 
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Example 2 - Improving Host Cell Viability 

An additional enhancement of host cell viability was accomplished by a further 
reduction in the copy number of CFTR cDNA per host cell. This was achieved by 
5 transferring the CFTR cDNA into the plasmid vector, pSC-3Z. pSC-3Z was constructed 
using the pSClOl replication origin of the low copy number plasmid pLG338 (Stoker et al . T 
Gene !£, 335 (1982)) and the ampicillin resistance gene and polylinker of pGEM-3Z 
(available from Promega). pLG338 was cleaved with gph 1 and Pvu U and the 2.8 kb 
fragment containing the replication origin isolated by agarose gel purification. pGEM-3Z 

1 0 was cleaved with Alw NL the resultant restriction fragment ends treated with T4 DN A 
polymerase and deoxynucleotide triphosphates, cleaved with Sph I and the 1 .9 kb band 
containing the ampicillin resistance gene and the polylinker was isolated by agarose gel 
purification. The pLG338 and pGEM-3Z fragments were ligated together to produce the low 
copy number cloning vector pSC-3Z. pSC-3Z and other plasmids containing pSClOl origins 

15 of replication are maintained at approximately five copies per cell (Sambrook el aL supra). 

With additional reference to Figure 4, pKK-CFTR2 was cleaved with Eqq. RY, Est I 
and Sal I and then passed over a Sephacryl S400 spun column (available from Pharmacia) 
according to the manufacturer's procedure in order to remove the Sal I to Eco RV restriction 
fragment which was retained within the column. pSC-3Z was digested with Sma I and Est I 

20 and also passed over a Sephacryl S400 spun column to remove the small Sma I /Pst I 

restriction fragment which was retained within the column. The column eluted fractions from 
the pKK-CFTR2 digest and the pSC-3Z digest were mixed and ligated to produce pSC- 
CFTR2. A map of this plasmid is presented in Figure 5. Host cells containing CFTR cDNAs 
at this and similar gene dosages grow well and have stably maintained the recombinant 

25 plasmid with the full length CFTR coding sequence. In addition, this plasmid contains a 
bacteriophage T7 RNA polymerase promoter adjacent to the CFTR coding sequence and is 
therefore convenient for in vitro transcription/translation of the CFTR protein. The 
nucleotide sequence of CFTR coding region from pSC-CFTR2 plasmid is presented in 
Sequence Listing 1 as SEQ ID NO:l . Significantly, this sequence differs from the previously 

30 published (Riordan, J.R. et al. (1989) Science 245:1066-1073) CFTR sequence at position 
1990, where there is C in place of the reported A. See Gregory, RJ. et al. (1990) Nature 
347:382-386. E. coli host cells containing pSC-CFTR2, internally identified with the number 
pSC-CFTR2/AGl, have been deposited at the American Type Culture Collection and given 
the accession number: ATCC 68244. 

35 

Example 3 - Alte rnate Method for Improving Host Cell Viability 

A second method for enhancing host cell viability comprises disruption of the CFTR 
protein coding sequence. For this purpose, a synthetic intron was designed for insertion 
between nucleotides 1716 and 1717 of the CFTRcDNA. This intron is especially 
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advantageous because of its easily manageable size. Furthermore, it is designed to be 
efficiently spliced from CFTR primary RNA transcripts when expressed in eukaryotic cells. 
Four synthetic oligonucleotides were synthesized (1 195RG, 1 196RG, 1 197RG and 1 198RG) 
collectively extending from the Sph I cleavage site at position 1 700 to the Hinc E cleavage 
5 site at position 1785 and including the additional 83 nucleotides between 1716 and 1 717 (see 
Figure 6). These oligonucleotides were phosphorylated with T4 polynucleotide kinase as 
described by Sambrook et al., mixed together, heated to 95°C for 5 minutes in the same 
buffer used during phosphorylation, and allowed to cool to room temperature over several 
hours to allow annealing of the single stranded oligonucleotides. To insert the synthetic 

10 intron into the CFTR coding sequence and with reference to Figures 7A and 7B, a subclone 
of plasmid Tl 1 was made by cleaving the Sal 1 site in the polylinker, repairing the recessed 
ends of the cleaved DNA with deoxynucleotide triphosphates and the large fragment of DNA 
Polymerase I and religating the DNA. This plasmid was then digested with Ecq EY and Nm 
I and religated. The resulting plasmid Tl 6-A5' extended from the Mm I site at position 490 of 

15 the CFTR cDNA to the 3' end of clone T16 and contained single sites for Sph I and Hinc fl at 
positions coiresponding to nucleotides 1700 and 1785 of the CFTR cDNA. T16-A5' plasmid 
was cleaved with Sph i and Hinc II and the large fragment was isolated by agarose gel 
purification. The annealed synthetic oligonucleotides were ligated into this vector fragment 
to generate T16-intron. 

20 T 16- intron was then digested with EcoRI and Sma I and the large fragment was 

isolated by agarose gel purification. Tl 6-4.5 was digested with EeQ EI and Sea I and the 790 
bp fragment was also isolated by agarose gel purification. The purified T16-intron and T16- 
4.5 fragments were ligated to produce T16-intron-2. T16-intron-2 contains CFTR cDNA 
sequences extending from the Nm I site at position 490 to the Sea 1 site at position 2818, and 

25 includes the unique Hpa I site at position 2463 which is not present in T16-1 or T16-intron-l. 

T-16-intron-2 was then cleaved with Xba I and Hpa I and the 1800 bp fragment was 
isolated by agarose gel purification. pKK-CFTRl was digested with Xba I and Hpa I and the 
large fragment was also isolated by agarose gel purification and ligated with the fragment 
derived from T16-intron-2 to yield pKK-CFTR3, shown in Figure 8. The CFTR cDNA 

30 within pKK-CFTR3 is identical to that within pSC-CFTR2 and pKK-CFTR2 except for the 
insertion of the 83 bp intron between nucleotides 1716 and 1717. The insertion of this intron 
resulted in improved growth characteristics for cells harboring pKK-CFTR3 relative to cells 
containing the unmodified CFTR cDNA in pKK-CFTR2. 

35 Example 4 - In vitro T^^cription^Tm^latiQn 

In addition to sequence analysis, the integrity of the CFTR cDNA open reading frame 
was verified by in vitro transcription/translation. This method also provided the initial CFTR 
protein for identification purposes. 5 micrograms of pSC-CFTR2 plasmid DNA were 
linearized with Sal I and used to direct the synthesis of CFTR RNA transcripts with T7 RNA 
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polymerase as described by the supplier (Stratagene). This transcript was extracted with 
phenol and chloroform and precipitated with ethanol The transcript was resuspended in 25 
microliters of water and varying amounts were added to a reticulocyte lysate in vitro 
translation system (Promega). The reactions were performed as described by the supplier in 
. 5 the presence of canine pancreatic microsomal membranes (Promega), using 35s-methionine 
to label newly synthesized proteins. In vitro translation products were analysed by 
discontinuous polyacrylamide gel electrophoresis in the presence of 0.1% SDS with 8% 
separating gels (Laemmii, U.K. (1970) Nature 227:680-685). Before electrophoresis, the in 
vitro translation reactions were denatured with 3% SDS, 8 M urea and 5% 2-mercaptoethanol 
10 in 0.65 M Tris-HCl, pH 6.8. Following electrophoresis, the gels were fixed in 

methanokacetic acidrwater (30:10:60), rinsed with water and impregnated with 1 M sodium 
salicylate. 35g labelled proteins were detected by fluorgraphy. A band of approximately 180 
kD was detected, consistent with translation of the full length CFTR insert 

15 

Example 5 - Elimination of Cryptic Regulatory Signals 

Analysis of the DNA sequence of the CFTR has revealed the presence of a potential 
£ coli RNA polymerase promoter between nucleotides 748 and 778 which conforms well to 
the derived consensus sequence for £ coli promoters (Reznikoff and McClure, Maximizing 

20 Gene Expression, 1, Butterworth Publishers, Stoneham, MA). If this sequence functions as a 
promoter functions in E. coli, it could direct synthesis of potentially toxic partial CFTR 
polypeptides. Thus, an additional advantageous procedure for maintaining plasmids 
containing CFTR cDNAs in Kcoli would be to alter the sequence of this potential promoter 
such that it will not function in R colL This may be accomplished without altering the amino 

25 acid sequence encoded by the CFTR cDNA. Specifically, plasmids containing complete or 
partial CFTR cDNA's would be altered by site-directed mutagenesis using synthetic 
olignucleotides (Zoller and Smith, (1983) Methods Enzymol. lflQ:468 ). More specifically, 
altering the nucleotide sequence at position 908 from a T to C and at position 774 from an A 
to a G effectively eliminates the activity of this promoter sequence without altering the amino 

30 acid coding potential of the CFTR open reading frame. Other potential regulatory signals 
within the CFTR cDNA for transcription and translation could also be advantageously altered 
and/or deleted by the same method. 

Futher analysis has identified a sequence extending from nucleotide 908 to 936 which 
functions efficiently as a transcriptional promoter element in E. coli (Gregory, RJ. et aL 

35 (1 990) Nature 347:382-386). Mutation at position 936 is capable of inactivating this 
promoter and allowing the CFTR cDNA to be stably maintained as a plasmid in E. coli 
(Cheng, S.H. et al. (1990) Cell 63:827-834). Specifically position 936 has been altered from 
a C to a T residue without the amino acid sequence encoded by the cDNA being altered. 
Other mutations within this regulatory element described in Gregory, RJ. et al. (1990) 
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Nature 347:382-386 could also be used to inactivate the transcriptional promoter activity. 
Specifically, the sequence from 908 to 913 (TTGTGA) and from 931 to 936 (GAAAAT) 
could be altered by site directed mutagenesis without altering the amino acid sequence 
encoded by the cDNA. 

5 

Example 6 - Cloning of CFTR in Alternate Host Systems 

Although the CFTR cDNA displays apparent toxicity in E. coll cells, other types of 
host cells may not be affected in this way. Alternative host systems in which the entire 
CFTR cDNA protein encoding region may be maintained and/or expressed include other 
1 0 bacterial species and yeast It is not possible a priori to predict which cells might be resistant 
and which might not Screening a number of different host/vector combinations is necessary 
to find a suitable host tolerant of expression of the full length protein or potentially toxic 
fragments thereof. 

15 

Exflnpte 7 - Generation pf Adenovirus Encoding CFTR (Ad2/CFTR) 

1 . DNA preparation - Construction of the recombinant Ad2/CFTR- 1 virus (the sequence 
of which is shown in Table II and as SEQ ID NO:3) was accomplished as follows: The 
CFTR cDNA was excised from the plasmid pCMV-CFTR-936C using restriction enzymes 

20 Speland EcII361 . pCMV-CFTR-936C consists of a minimal CFTR cDNA encompassing 
nucleotides 123-4622 of the published CFTR sequence cloned into the multiple cloning site 
of pRC/CMV (Invitrogen Corp.) using synthetic linkers. The CFTR cDNA within this 
plasmid has been completely sequenced. The SpeI/EcII361 restriction fragment contains 47 
bp of 5' sequence derived from synthetic linkers and the multiple cloning site of the vector. 

25 The CFTR cDNA (the sequence of which is shown as SEQ ID NO: 1 and the amino 

acid sequence encoded by the CFTR cDNA is shown as SEQ ID NO:2) was inserted between 
the Nhel and SnaBl restriction sites of the adenovirus gene transfer vector pBR-Ad2-7. pBR- 
Ad2-7 is a pBR322 based plasmid containing an approximately 7 kb insert derived from the 
5' 10680 bp of Ad2 inserted between the £M and BamHl sites of pBR322. From this Ad2 
. 30 fragment, the sequences corresponding to Ad2 nucleotides 546-3497 were deleted and 

replaced with a 12 bp multiple cloning site containing an Nhel site, an Mlul site, and a SnaBl 
site. The construct also contains the 5* inverted terminal repeat and viral packaging signals, 
the Ela enhancer and promoter, the Elb 3 r intron and the 3' untranslated region and 
polyadenylation sites. The resulting plasmid was called pBR-Ad2-7/CFTR. Its use to 

35 assemble virus is described below. 

2. Virus Preparation from DNA - To generate the recombinant Ad2/CFTR-1 adenovirus, 
the vector pBR-Ad2-7/CFTR was cleaved with BstBl at the site corresponding to the unique 
BstBl site at 10670 in Ad2. The cleaved plamid DNA was ligated to BstBl restricted Ad2 



WO 94/12649 



-27- 



PCT/US93/11667 



DNA. Following ligation, the reaction was used to transfect 293 cells by the calcium 
phosphate procedure. Approximately 7-8 days following transfection, a single plaque 
appeared and was used to reinfect a dish of 293 cells. Following development of cytopathic 
effect (CPE), the medium was removed and saved. Total DNA was prepared from the 
5 infected cells and analyzed by restriction analysis with multiple enzymes to verify the 
integrity of the construct. Viral supernatant was then used to infect 293 cells and upon 
delvelopment of CPE, expression of CFTR was assayed by the protein kinase A (PKA) 
immunoprecipitation assay (Gregory, RJ. et al. (1990) Nature 347:382 ). Following these 
verification procedures, the virus was further purified by two rounds of plaque purification. 
10 Plaque purified virus was grown into a small seed stock by inoculation at low 

multiplicities of infection onto 293 cells grown in monolayers in 925 medium supplemented 
with 1 0% bovine calf serum. Material at this stage was designated a Research Viral Seed 
Stock (RVSS) and was used in all preliminary experiments. 

15 3. Vims Host Cell - Ad2/CFTR-1 is propagated in human 293 cells (ATCC CRL 1573). 
These cells are a human embryonal kidney cell line which were immortalized with sheared 
fragments of human Ad5 DNA. The 293 cell line expresses adenovirus early region 1 gene 
products and in consequence, will support the growth of El deficient adenoviruses. By 
analogy with retroviruses, 293 cells could be considered a packaging cell line, but they differ 

20 from usual retrovirus lines in that they do not provide missing viral structural proteins, rather, 
they provide only some missing viral early functions. 

Production lots of virus are propagated in 293 cells derived from the Working Cell 
Bank (WCB). The WCB is in turn derived from the Master Cell Bank (MCB) which was 
grown up from a fresh vial of cells obtained from ATCC. Because 293 cells are of human 

25 origin, they are being tested extensively for the presence of biological agents. The MCB and 
WCB are being characterized for identity and the absence of adventitious agents by 
Microbiological Associates, Rockville, MD. 

4. Growth of Profaction. Lots of Vires 
• 30 Production lots of Ad2/CFTR-1 are produced by inoculation of approximately 5-10 x 

10 7 pfu of MVSS onto approximately 1-2 x 10 7 Web 293 cells grown in a T175 flask 
containing 25 mis of 925 medium. Inoculation is achieved by direct addition of the virus 
(approximately 2-5 mis) to each flask. Batches of 50-60 flasks constitute a lot. 

Following 40-48 hours incubation at 37°C, the cells are shaken loose from the flask 
35 and transferred with medium to a 250 ml centrifuge bottle and spun at 1000 xg. The cell 
pellet is resuspended in 4 ml phosphate buffered saline containing 0.1 g/1 CaCl2 and 0.1 g/1 
MgCl2 and the cells subjected to cycles of freeze-thaw to release virus. Cellular debris is 
removed by centrifugation at 1000 xg for 15 min. The supernatant from this centrifugation is 
layered on top of the CsCl step gradient: 2 ml 1.4g/ml CsCl and 3 ml 1.25g/ml CsCl in 10 
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mM Tris, 1 mM EDTA (TE) and spun for 1 hour at 35,000 rpm in a Beckman SW41 rotor. 
Virus is then removed from the interface between the two CsCl layers, mixed with 1 .35 g/ml 
CsCl in TE and then subjected to a 2.5 hour equilibrium centrifugation at 75,000 rpm in a 
TLN-100 rotor. Virus is removed by puncturing the side of the tube with a hypodermic 
5 needle and gently removing the banded virus. To reduce the CsCl concentration, the sample 
is dialyzed against 2 changes of 2 liters of phosphate buffered saline with 10% sucrose. 

Following this procedure, dialyzed virus is stable at 4°C for several weeks or can be 
stored for longer periods at -80°C. Aliquots of material for human use will be tested and 
while awaiting the results of these tests, the remainder will be stored frozen. The tests to be 
1 0 performed are described below: 

5. Structure and Purity of Virus 

SDS polyacrylamide gel electrophoresis of purified virions reveals a number of 
polypeptides, many of which have been characterized. When preparations of virus were 
1 5 subjected to one or two additional rounds of CsCl centrifugation, the protein profile obtained 
was indistinguishable. This indicates that additional equilibrium centrifugation does not 
purify the virus further, and may suggest that even the less intense bands detected in the virus 
preparations represent minor virion components rather than contaminating proteins. The 
identity of the protein bands is presently being established by N-terminal sequence analysis. 

20 

6. Contaminating Materials - The material to be administered to patients will be 2 x 10*> 
pfu, 2 x 10 7 pfu and 5 x 10 7 pfu of purified Ad2/CFTR-1. Assuming a minimum particle to 
pfu ratio of 500, this corresponds to 1 x 10 9 , 1 x 10 10 and 2.5 x 10 10 viral particles, these 
correspond to a dose by mass of 0.25 ng, 2.5jig and 625 ng assuming a moleuclar mass for 

25 adenovirus of 150 x 10 6 - 

The origin of the materials from which a production lot of the purified Ad2/CFTR-1 
is derived was described in detail above and is illustrated as a flow diagram in Figure 6. All 
the starting materials from which the purified virus is made (i.e., MCB, and WCB, and the 
MVSS) will be extensively tested. Further, the growth medium used will be tested and the 

30 serum will be from only approved suppliers who will provide test certificates. In this way, all 
the components used to generate a production lot will have been characterized. Following 
growth, the production lot virus will be purified by two rounds of CsCl centrifugation, 
dialyzed, and tested. A production lot should constitute 1-5 x 10*0 pfu Ad2/CFTR-1. 

As described above, to detect any contaminating material aliquots of the production 

35 lot will be analyzed by SDS gel electrophoresis and restriction.enzyme mapping. However, 
these tests have limited sensitivity. Indeed, unlike the situation for purified single chain 
recombinant proteins, it is very difficult to quantitate the purity of the AD2/CFTR-1 using 
SDS polyacrylamide gel electrophoresis (or similar methods). An alternative is the 
immunological detection of contaminating proteins (IDCP). Such an assay utilizes antibodies 



WO 94/12649 



-29- 



PCT/US93/11667 



raised against the proteins purified in a mock purification run. Development of such an assay 
has not yet been attempted for the CsCl purification scheme for Ad2/CFTR- 1 . However, 
initially an IDCP assay developed for the detection of contaminants in recombinant proteins 
produced in Chinese hamster ovary (CHO) cells will be used. In addition, to hamster 
5 proteins, these assays detect bovine serum albumin (BSA), transferrin and IgG heavy and 
light chain derived from the serum added to the growth medium. Tests using such reagents to 
examine research batches of Ad2/CFTR-1 by both ELISA and Western blots are in progress. 

Other proteins contaminating the virus preparation are likely to be from the 293 cells - 
that is, of human origin. Human proteins contaminating therapeutic agents derived from 

10 human sources are usually not problematic. In this case, however, we plan to test the 
production lot for transforming factors. Such factors could be activities of contaminating 
human proteins or of the Ad2/CFTR-1 vector or other contaminating agents. For the test, it is 
proposed that 10 dishes of Rat 1 cells containing 2 x 10^ cells (the number of target cells in 
the patient) with 4 times the highest human dose of Ad2/CFTR-1 (2 x 10 8 pfu) will be 

1 5 infected. Following infection, the cells will be plated out in agar and examined for the 

appearance of transformed foci for 2 weeks. Wild type adenovirus will be used as a control. 

Nucleic acids and proteins would be expected to be separated from purified virus 
preparations upon equilibrium density centrifugation. Furthermore, the 293 cells are not 
expected to contain VL30 sequences. Biologically active nucleic cells should be detected. 

20 

Example 8 - Preliminary Experiments Testing the Ability of Ad2/BGal or Ad2/CFTR Virus 
to Enter Airway Epithelial Cells 

a. HOTSter Studies 

25 Initial studies involving the intratracheal instillation of the Ad-pGal viral vector into 

Syrian hamsters, which are reported to be permissive for human adenovirus are being 
performed. The first study, a time course assessment of the pulmonary and systemic acute 
inflammatory response to a single intratracheal administration of Ad-PGal viral vector, has 
been completed. In this study, a total of 24 animals distributed among three treatment 

30 groups, specifically, 8 vehicle control, 8 low dose virus (1 x 10 1 1 particles; 3 x 10 8 pfu), and 
8 high dose virus (1.7 x 10 12 particles; 5 x 10^ pfu), were used. Within each treatment 
group, 2 animals were analyzed at each of four time points after viral vector instillation: 6 
hrs, 24 hrs, 48 hrs, and 7 days. At the time of sacrifice of each animal, lung lavage and blood 
samples were taken for analysis. The lungs were fixed and processed for normal light -level 

35 histology. Blood and lavage fluid were evaluated for total leukocyte count and leukocyte 
differential. As an additional measure of the inflammatory process, lavage fluid was also 
evaluated for total protein. Following embeddings, sectioning and hematoxylin/eosin 
staining, lung sections were evaluated for signs of inflammation and airway epithelial 
damage. 
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With the small sample size, the data from this preliminary study were not amenable to 
statistical analyses, however, some general trends could be ascertained. In the peripheral 
blood samples, total leukocyte counts showed no apparent dose- or time- dependent changes. 
In the blood leukocyte differential counts, there may have been a minor dose-related 
5 elevation in percent neutrophil at 6 hours; however, data from all other time points showed no 
elevation in neutrophil percentages. Taken together, these data suggest little or nor systemic 
inflammatory response to the viral administration. 

From the lung lavage, some elevation in total neutrophil counts were observed at the 
first three time points (6 hr, 24 hr, 48 hr). By seven days, both total and percent neutrophil 
1 0 values had returned to normal range. The trends in lung lavage protein levels were more 
difficult to assess due to inter-animal variability; however, no obvious dose- or time- 
dependent effects were apparent First, no damage to airway epithelium was observed at any 
time point or virus dose level. Second, a time- and dose- dependent mild inflammatory 
response was observed, being maximal at 48 hr in the high virus dose animals. By seven 
1 5 days, the inflammatory response had completely resolved, such that the lungs from animals in 
all treatment groups were indistinguishable. 

In summary, a mild, transient, pulmonary inflammatory response appears to be 
associated with the intratracheal administration of the described doses of adenoviral vector in 
the Syrian Hamster. 

20 A second, single intratracheal dose, hamster study has been initiated. This study is 

designed to assess the possibility of the spread of ineffective viral vectors to organs outside of 
the lung and the antibody response of the animals to the adenoviral vector. In this study, the 
three treatment groups (vehicle control, low dose virus, high dose virus) each contained 12 
animals. Animals will be evaluated at three time points: 1 day, 7 days, and 1 month. In this 

25 study, viral vector persistence and possible spread will be evaluated by the assessment of the 
presence of infective virions in numerous organs including lung, gut, heart, liver, spleen, 
kidney, brain and gonads. Changes in adenoviral antibody titer will be measured in 
peripheral blood and lung lavage. Additionally, lung lavage, peripheral blood and lung 
histology will be evaluated as in the previous study. 

30 

b. Primate studies. 

Studies of recombinant adenovirus are also underway in primates. The goal of these 
studies is to assess the ability of recombinant adenoviral vectors to deliver genes to the 
respiratory epithelium in vivo and to assess the safety of the construct in primates. Initial 
35 studies in primates targeted nasal epithelia as the site of infection because of its similarity to 
lower airway epithelia, because of its accessibility, and because nasal epithelia was used for 
the first human studies. The Rhesus monkey (Macaca mulatto) has been chosen for studies, 
because it has a nasal epithelium similar to that of humans. 
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How expression of CFTR affects the electrolyte transport properties of the nasal 
epithelium can be studied in patients with cystic fibrosis. But because the primates have 
normal CFTR function, instead the ability to transfer a reporter gene was assessed. Therefore 
the Ad-(JGal virus was used. The epithelial cell density in the nasal cavity of the Rhesus 
5 monkey is estimated to be 2 x 10^ cells/cm (based on an average nasal epithelial cell 

diameter of 7 urn) and the surface near 25-50 cm^. Thus, there are about 5 x 10? cells in the 
nasal epithelium of Rhesus monkey. To focus especially on safety, the higher viral doses 
(20-200 MOI) were used in vivo. Thus doses in the range of 10^-1 0*0 pfu were used. 

In the first pilot study the right nostril of Monkey A was infected with Ad-P-Gal (-1 

10 ml). This viral preparation was purified by CsCl gradient centrifugation and then by gel 

filtration chromatography one week later. Adenoviruses are typically stable in CsCl at 4°C • 
for one to two weeks. However, this viral preparation was found to be defective (i.e., it did 
not produce detectable (J-galactosidase activity in the permissive 293 cells). Thus, it was 
concluded that there was no live viral activity in the material, p-galactosidase activity in 

1 5 nasal epithelial cells from Monkey A was also not detected. Therefore, in the next study, two 
different preparations of Ad-P-Gal virus: one that was purified on a CsCl gradient and then 
dialyzed against Tris-buffered saline to remove the CsCl, and a crude unpurified one was 
used. Titers of Ad-P-Gal viruses were -2 x 10 10 pfu/ml and > 1 x lO* 3 pfu/ml, respectively, 
and both preparations produced detectable P-galactosidase activity in 293 cells. 

20 Monkeys were anesthetized by intramuscular injection of ketamine (15 mg/kg). One 

week before administration of virus, the nasal mucosa of each monkey was brushed to 
establish baseline cell differentials and levels of P-galactosidase. Blood was drawn for 
baseline determination of cell differentials, blood chemistries, adenovirus antibody titers, and 
viral cultures. Each monkey was also examined for weight, temperature, appetite, and 

25 general health prior to infection. 

The entire epithelium of one nasal cavity was used in each monkey. A foley catheter 
(size 10) was inserted through each nasal cavity into the pharynx, inflated with 2-3 ml of air, 
and then pulled anteriorly to obtain tight posterior occlusion at the posterior choana. Both 
nasal cavities were then irrigated with a solution (-5 ml) of 5 mM dithiothreitol plus 0.2 U/ml 
• 30 neuraminidase in phosphate-buffered saline (PBS) for five minutes. This solution was used 
to dissolve any residual mucus overlaying the epithelia. (It was subsequently found that such 
treatment is not required.) The washing procedure also allowed the determination of whether 
the balloons were effectively isolating the nasal cavity. The virus (Ad-P-Gal) was then 
slowly instilled into the right nostril with the posterior balloon inflated. The viral solution 

3 5 remained in contact with the nasal mucosa for 30 minutes. At the end of 30 minutes, the 
remaining viral solution was removed by suction. The balloons were deflated, the catheters 
removed, and the monkey allowed to recover from anesthesia. Monkey A received the CsCI- 
purified virus (-1 .5 ml) and Monkey B received the crude virus (~6 ml), (note that this was 
the second exposure of Monkey A to the recombinant adenovirus). 
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Both monkeys were followed daily for appearance of the nasal mucosa, conjunctivitis, 
appetite, activity, and stool consistency. Each monkey was subsequently anesthetized on 
days 1 , 4, 7, 14, and 21 to obtain nasal, pharyngeal, and tracheal cell samples (either by 
swabs or brushes) as described below. Phlebotomy was performed over the same time course 
5 for hematology, ESR, general screen, antibody serology and viral cultures. Stools were 
collected every week to assess viral cultures. 

To obtain nasal epithelial cells from an anesthetized monkey, the nasal mucosa was 
first impregnated with 5 drops of Afrin (0.05% oxymetazoline hydrochloride, Schering- 
Plough) and 1 ml of 2% Lidocaine for 5 min. A cytobrush (the kind typically used for Pap 
1 0 smears) was then used to gently rub the mucosa for about 10 seconds. For tracheal brushings, 
a flexible fiberoptic bronchoscope; a 3 mm cytology brush (Bard) was advanced through the 
bronchoscope into the trachea, and a small area was brushed for about 1 0 seconds. This 
procedure was repeated twice to obtain a total of -1 0*> cells/ml. Cells were then collected on 
slides (approximately 2 x 10^ cells/slide using a Cytospin 3 (Shandon, PA)) for subsequent 
1 5 staining (see below). 

To determine viral efficacy, nasal, pharyngeal, and tracheal cells were stained for P- 
galactosidase using X-gal (5 bromo-4-chloro-3-indolyl-P-D-galactoside). Cleavage of X-gal 
by P-galactosidase produces a blue color that can be seen with light microscopy. The Ad-0- 
gal vector included a nuclear-localization signal (NLS) (from SV40 large T-antigen) at the 
20 amino-terminus of the (J-galactosidase sequence to direct expression of this protein to the 
nucleus. Thus, the number of blue nuclei after staining was determined 

RT-PCR (reverse transcriptase-polymerase chain reaction) was also used to determine 
viral efficacy. This assay indicates the presence of (J-galactosidase mRNA in cells obtained 
by brushings or swabs. PCR primers were used in both the adenovirus sequence and the 
25 LacZ sequence to distinguish virally-produced mRNA from endogenous mRNA. PCR was 
also used to detect the presence of the recombinant adenovirus DNA. Cytospin preparations 
was used to assess for the presence of virally produced (J-galactosidase mRNA in the 
respiratory epithelial cells using in-situ hybridization. This technique has the advantage of 
being highly specific and will allow assessment which cells are producing the mRNA. 
30 Whether there was any inflammatory response was assessed by visual inspection of 

the nasal epithelium and by cytological examination of Wright-stained cells (cytospin). The 
percentage of neutrophils and lymphocytes were compared to that of the control nostril and to 
the normal values from four control monkeys. Systemic repsonses by white blood cell 
counts, sedimentation rate, and fever were also assessed. 
35 Viral replication at each of the time points was assessed by testing for the presence of 

live virus in the supernatant of the cell suspension from swabs or brushes. Each supernatant 
was used to infect (at several dilutions) the virus-sensitive 293 cell line. Cytopathic changes 
in the 293 cells were monitored for 1 week and then the cells were fixed and stained for (J- 
galactosidase. Cytopathic effects and blue-stained cells indicated the presence of live virus. 
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Positive supernatants will also be subjected to analysis of nonintegrating DNA to identify 
(confirm) the contributing virus(es). 

Antibody titers to type 2 adenovirus and to the recombinant adenovirus were 
determined by ELISA. Blood/serum analysis was performed using an automated chemistry 
5 analyzer Hitachi 737 and an automated hematology analyzer Technicom H6. The blood 
buffy coat was cultured in A549 cells for wild type adenovirus and was cultured in the 
permissive 293 cells. 

Results: Both monkeys tolerated the procedure well. Daily examination revealed no 
evidence of coryza, conjunctivitis or diarrhea. For both monkeys, the nasal mucosa was 
1 0 mildly erythematous in both the infection side and the control side; this was interpreted as 
being due to the instrumentation. Appetites and weights were not affected by virus 
administrated in either monkey. Physical examination on days 1, 4,7, 14 and 21 revealed no 
evidence of lymphadenopathy, tachypnea, or tachycardia. On day 2 1, monkey B had a 
temperature 39. 1°C (normal for Rhesus monkey 38.8°C) but had no other abnormalities on 
1 5 physical exam or in laboratory data. Monkey A had a slight leukocytosis on day 1 post 
infection which returned to normal by day 4; the WBC was 4,920 on the day of infection, 
8,070 on day 1, and 5,200 on day 4. The ESR did not change after the infection. Electrolytes 
and transaminases were normal throughout 

Wright stains of cells from nasal brushing were performed on days 4, 7, 14, and 21 . 
20 They revealed less than 5% neutrophils and lymphocytes. There was no difference between 
the infected and the control side. 

X-Gal stains of the pharyngeal swabs revealed blue-stained cells in both monkeys on 
days 4, 7, and 14; only a few of the cells had clear nuclear localization of the pigment and 
some pigment was seen in extracellular debris. On day 7 post infection, X-Gal stains from 
25 the right nostril of monkey A, revealed a total of 135 ciliated cells with nuclear-localized blue 
stain. The control side had only 4 blue cells Monkey B had 2 blue cells from the infected 
nostril and none from the control side. Blue cells were not seen on day 7, 14, or 21 . 

RT-PCR on day 3 post infection revealed a band of the correct size that hybridized 
with a p-Gal probe, consistent with P-Gal mRNA in the samples from Monkey A control 
, 30 nostril and Monkey B infected nostril. On day 7 there was a positive band in the sample from 
the infected nostril of Monkey A, the same specimen that revealed blue cells. 

Fluid from each nostril, the pharynx, and trachea of both monkeys was placed on 293 
cells to check for the presence of live virus by cytopathic effect and X-Gal stain. In Monkey 
A, live virus was detected in both nostrils on day 3 after infection; no live virus was detected 
35 at either one or two weeks post-infection. In Monkey B, live virus was detected in both 
nostrils, pharynx, and trachea on day 3, and only in the infected nostril on day 7 after 
infection. No live virus was detected 2 weeks after the infection. 
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c. Hwflan Explwt Studies 

In a second type of experiment, epithelial cells from a nasal polyp of a CF patient 
were cultured on permeable filter supports. These cells form an electrically tight epithelial 
monolayer after several days in culture. Eight days after seeding, the cells were exposed to 
5 the Ad2/CFTR virus for 6 hours. Three days later, the short-circuit current (Isc) across the 
monolayer was measured. cAMP agonists did not increase the Isc, indicating that there was 
no change in chloride secretion. However, this defect was corrected after infection with 
recombinant Ad2/CFTR. Cells infected with Ad2/CFTR (MOI=5; MOI refers to multiplicity 
of infection; 1 MOI indicates one pfu/cell) express functional CFTR; cAMP agonists 

1 0 stimulated Isc, indicating stimulation of CI" secretion. Ad2/CFTR also corrected the CF 
chloride channel defect in CF tracheal epithelial cells. Additional studies indicated that 
Ad2/CFTR was able to correct the chloride secretory defect without altering the 
transepithelial electrical resistance; this result indicates that the integrity of the epithelial cells 
and the tight junctions was not disrupted by infection with Ad2/CFTR. Application of 1 MOI 

1 5 of Ad2/CFTR was also found to be sufficient to correct the CF chloride secretory defect. 

The experiments using primary cultures of human airway epithelial cells indicate that 
the Ad2/CFTR virus is able to enter CF airway epithelial cells and express sufficient CFTR to 
correct the defect in chloride transport. 

20 Example 9 -In Vivo Deliv ery to and Expression of CFTR in Cotton Rat and Rhesus Monkey 
Epithelium 

MATERIALS AND METHODS 

Adenovirus vgtfQr 

25 Ad2/CFTR-1 was prepared as described in Example 7. The DNA construct comprises 

a full length copy of the Ad2 genome of approximately 37.5 kb from which the early region 1 
genes (nucleotides 546 to 3497) have been replaced by cDNA for CFTR (nucleotides 123 to 
4622 of the published CFTR sequence with 53 additional linker nucleotides). The viral Ela 
promoter was used for CFTR cDNA. Tennination/polyadenylation occurs at the site 

30 normally used by the Elb and protein IX transcripts. The recombinant virus E3 region was 
conserved. The size of the Ad2-CFTR-1 vector is approximately 104.5% that of wild-type 
adenovirus. The recombinant virus was grown in 293 cells that complement the El early 
viral promoters. The cells were frozen and thawed three times to release the virus and the 
preparation was purified on a CsCl gradient, then dialyzed against Tris-buffered saline (TBS) 

35 to remove the CsCl, as described. 
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Animals 

Rats. Twenty two cotton rats (6-8 weeks old, weighing between 80-100 g) were used 
for this study. Rats were anesthetized by inhaled methoxyflurane (Pitman Moore, Inc., 
Mundelen, 111). Virus was applied to the lungs by nasal instillation during inspiration. 
5 Two cotton rat studies were performed. In the first study, seven rats were assigned to 

a one time pulmonary infection with 100 ^1 solution containing 4.1 x 10 9 plaque forming 
units (pfu) of the Ad2/CFTR-1 virus and 3 rats served as controls. One control rat and either 
two or three experimental rats were sacrificed with methoxyflurane and studies at each of 
three time points: 4, 1 1, or 15 days after infection. 

1 0 The second group of rats was used to test the effect of repeat administration of the 

recombinant virus. All 12 rats received 2.1 x 10 8 pfu of the Ad2/CFTR-1 virus on day 0 and 
9 of the rats received a second dose of 3.2 x 10 8 pfu of Ad2/CFTR-1 14 days later. Groups 
of one control rat and three experimental rats were sacrificed at 3, 7, or 14 days after the 
second administration of virus. Before necropsy, the trachea was cannulated and 

1 5 brochoaveolar lavage (BAL) was performed with 3 ml aliquots of phosphate-buffered saline. 
A median sternotomy was performed and the right ventricle cannulated for blood collection. 
The right lung and trachea were fixed in 4% formaldehyde and the left lung was frozen in 
liquid nitrogen and kept at -70°C for evaluation by immunochemistry, reverse transcriptase 
polymerase chain reaction (RT-PCR), and viral culture. Other organs were removed and 

20 quickly frozen in liquid nitrogen for evaluation by polymerase chain reaction (PGR). 

Monkeys. Three female Rhesus monkeys were used for this study; a fourth female 
monkey was kept in the same room, and was used as control. For application of the virus, the 
monkeys were anesthetized by intramuscular injection of ketamine (15 mg/kg). The entire 
epithelium of one nasal cavity in each monkey was used for virus application. A foley 

25 catheter (size 1 0) was inserted through each nasal cavity into the pharynx, the balloon was 
inflated with 2-3 ml of air, and then pulled anteriorly to obtain a tight occlusion at the 
posterior choana. The Ad2/CFTR-1 virus was then instilled slowly in the right nostril with 
the posterior balloon inflated. The viral solution remained in contact with the nasal mucosa 
for 30 min. The balloons were deflated, the catheters were removed, and the monkeys were 
. 30 allowed to recover from anesthesia. A similar procedure was performed on the left nostril, 
except that TBS solution was instilled as a control. The monkeys received a total of three 
doses of the virus over a period of 5 months. The total dose given was 2.5 x 1 0 9 pfu the first 
time, 2.3 x 10 9 pfu the second time, and 2.8 x 10 9 pfu the third time. It was estimated that 
the cell density of the nasal epithelia to be 2 x 10 6 cells/cm 2 and a surface area of 25 to 50 

35 cm 2 . This corresponds to a multiplicity of infection (MOI) of approximately 25. 

The animals were evaluated 1 week before the first administration of virus, on the day 
of administration, and on days 1, 3, 6, 13, 21, 27, and 42 days after infection. The second 
administration of virus occurred on day 55. The monkeys were evaluated on day 55 and then 
on days 56, 59, 62, 69, 76, 83, 89, 96, 103, and 1 1 1. For the third administration, on day 134, 
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only the left nostril was cannulated and exposed to the virus. The control monkey received 

instillations of PBS instead of virus. Biopsies of the left medial turbinate were carried out on 

day 135 in one of the infected monkeys, on day 138 on the second infected monkey, and on 

day 142 on the third infected monkey and on the control monkey. 
5 For evaluations, monkeys were anesthetized by intramuscular injection of ketamine 

(15 mg/kg). To obtain nasal epithelial cells, the nasal mucosa was first impregnated with 5 

drops of Afrin (0.05% oxymetazoline hydrochloride, Schering-Plough) and 1 ml of 2% 

Lidocaine for 5 minutes. A cytobrush was then used to gently rub the mucosa for about 3 

sec. To obtain pharyngeal epithelial swabs, a cotton-tipped applicator was rubbed over the 
1 0 back of the pharynx 2-3 times. The resulting cells were dislodged from brushes or 

applicators into 2 ml of sterile PBS. Biopsies of the medial turbinate were performed using 

cupped forceps under direct endoscopic control. 

Animals were evaluated daily for evidence of abnormal behavior of physical signs. A 

record of food and fluid intake was used to assess appetite and general health. Stool 
1 5 consistency was also recorded to check for the possibility of diarrhea. At each of the 

evaluation time points, rectal temperature, respiratory rate, and heart rate were measured. 

The nasal mucosa, conjunctivas, and pharynx were visually inspected. The monkeys were 

also examined for lymphadenopathy. 

Venous blood from the monkeys was collected by standard venipuncture technique. 
20 Blood/serum analysis was performed in the clinical laboratory of the University of Iowa 

Hospitals and Clinics using a Hitachi 737 automated chemistry analyzer and a Technicom H6 

automated hematology analyzer. 

Serology 

25 Sera were obtained and anti -adenoviral antibody titers were measured by an enzyme- 

linked immunoadsorbant assay (ELISA). For the ELISA, 50 ng/well of filled adenovirus 
(Lee Biomolecular Research Laboratories, San Diego, Ca) in 0.1 M NaHC(>j were coated on 
96 well plates at 4°C overnight The test samples at appropriate dilutions were added, 
starting at a dilution of 1/50. The samples were incubated for 1 hour, the plates washed, and 

30 a goat anti-human IgG HRP conjugate (Jackson ImmunoResearch Laboratories, West Grove, 
PA) was added and incubated for 1 hour. The plates were washed and O-Phenylenediamine 
(Sigma Chemical Co., St Louis, MO) was added for 30 min. at room temperature. The assay 
was stopped with 4.5 M H2SO4 and read at 490 nm on a Molecular Devices microplate 
reader. The titer was calculated as the product of the reciprocal of the initial dilution and the 

35 reciprocal of the dilution in the last well with an OD>0. 1 00. 

Neutralizing antibodies measure the ability of the monkey serum to prevent infection 
of 293 cells by adenovirus. Monkey serum (1 :25 dilution) [or nasal washings (1 :2 dilutions)] 
was added in two-fold serial dilutions to a 96 well plate. Adenovirus (2.5 x 10 5 pfu) was 
added and incubated for 1 hour at 37°C. The 293 cells were then added to all wells and the 
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plates were incubated until the serum-free control wells exhibited >95% cytopathic effect. 
The titer was calculated as the product of the reciprocal of the initial dilution times the 
reciprocal of the dilution in the last well showing >95% cytopathic effect. 

5 Pronphoalveolar lavage mi nasal brushing? for cytology 

Bronchoalveolar lavage (BAL) was performed by cannulating the trachea with a 
silastic catheter and injecting 5 ml of PBS. Gentle suction was applied to recover the fluid. 
The BAL sample was spun at 5000 rpm for 5 min. and cells were resuspended in 293 media 
at a concentration of 1 0 6 cells/ml. Cells were obtained from the monkey's nasal epithelium 
1 0 by gently rubbing the nasal mucosa for about 3 sec. with a cytobrush. The resulting cells 
were dislodged from the brushes into 2 ml of PBS. Forty microliters of the cell suspension 
were cytocentrifiiged onto slides and stained with Wright's stain. Samples were examined by 
light microscopy. 

15 

Histology of fang sections and nasal biopsies 

The right lung of each cotton rat was removed, inflated with 4% formaldehyde, and 
embedded in paraffin for sectioning. Nasal biopsies from the monkeys were also fixed with 
4% formaldehyde. Histologic sections were stained with hematoxylin and eosin (H&E). 
20 Sections were reviewed by at least one of the study personnel and by a pathologist who was 
unaware of the treatment each rat received. 

Imrnynopytocbemiistry 

Pieces of lung and trachea of the cotton rats and nasal biopsies were frozen in liquid 

25 nitrogen on O.C.T. compound. Cryosections and paraffin sections of the specimens were 
used for immunofluorescence microscopy. Cytospin slides of nasal brushings were prepared 
on gelatin coated slides and fixed with paraformaldehyde. The tissue was permeabilized with 
Triton X-100, then a pool of monoclonal antibodies to CFTR (M13-1, Ml-4) (Denning, G.M. 
et al. (1992) J. Clin. Invest. 89:339-349) was added and incubated for 12 hours. The primary 

30 antibody was removed and an anti-mouse biotinylated antibody (Biomeda, Foster City, CA) 
was added. After removal of the secondary antibody, streptavidin FITC (Biomeda, Foster 
City, Ca) was added and the slides were observed under a laser scanning confocal 
microscope. Both control animal samples and non-immune IgG stained samples were used as 
controls. 

35 

PCR 

PGR was performed on pieces of small bowel, brain, heart, kidney, liver, ovaries, and 
spleen from cotton rats. Approximately 1 g of the rat organs was mechanically ground and 
mixed with 50 ul sterile water, boiled for 5 min., and centrifuged. A 5 ul aliquot of the 
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supernatant was removed for further analysis. Monkey nasal brushings suspensions were 
also used for POL 

Nested PCR primer sets were designed to selectively amplify Ad2/CFTR-1 DNA over 
endogenous CFTR by placing one primer from each set in the adenovirus sequence and the 
5 other primer in the CFTR sequence. The first primer set amplifies a 723 bp fragment and is 
shown below: 

Ad2 5' ACT CTT GAG TGC CAG CGA GTA GAG TTT TCT CCT CCG 3' (SEQ ID 
NO:4) 

CFTR 5' GCA AAG GAG CGA TCC ACA CGA AAT GTG CC 3' (SEQ ID NO:5) 
10 The nested primer set amplifies a 506 bp fragment and is shown below: 
Ad2 5' CTC CTC CGA GCC GCT CCG AGC TAG 3' (SEQ ID NO:6) 
CFTR 5* CCA AAA ATG GCT GGG TGT AGG AGC AGT GTC C 3' (SEQ ID NO:7) 

A PCR reaction mix containing lOmM Tris-Cl (pH 8.3), 50mM KC1, 1 .5 mM MgCl2, 
0.001% (w/v) gelatin, 400 ^iM each dNTP, 0.6 \M each primer (first set), and 2.5 units 
15 AmpliTaq (Perkin Elmer) was aliquoted into separate tubes. A 5 jal aliquot of each sample 
prep was then added and the mixture was overlaid with 50 fil of light mineral oil. The 
samples were processed on a Barnstead/Thermolyne (Dubuque, LA) thermal cycler 
programmed for 1 min. at 94°C, 1 min. at 65°C, and 2 min. at 72°C for 40 cycles. Post-run 
dwell was for 7 min. at 72°C. A 5 ^1 aliquot was removed and added to a second PCR 
20 reaction using the nested set of primers and cycled as above. A 1 0 nl aliquot of the final 
amplification reaction was analyzed on a 1% agarose gel and visualized with ethidium 
bromide. 

To determine the sensitivity of this procedure, a PCR mix containing control rat liver 
supernatant was aliquoted into several tubes and spiked with dilutions of Ad2/CFTR-1 . 
25 Following the amplification protocols described above, it was determined that the nested 
PCR procedure could detect as little as 50 pfu of viral DNA. 

RT-PCR 

RT-PCR was used to detect vector-generated mRNA in cotton rat lung tissue and 
. 30 samples from nasal brushings from monkeys. A 200 ^1 aliquot of guanidine isothiocyanate 
solution (4 M guanidine isothiocyanate, 25 mM sodium citrate pH 7.0, 0.5% sarcosyl, and 0.1 
M P-mercaptoethanol) was added to a frozen section of each lung and pellet from nasal 
brushings and the tissue was mechanically ground. Total RNA was isolated utilizing a 
single-step method (Chomczynski, P. and SaccW, N. et al. (1987) Analytical Biochemistry 
35 162:156-159; Hanson, C.A. et al. (1990) Am. J. Pathol 137:1-6). The RNA was incubated 
with 1 unit RQ1 RNase-free DNase (Promega Corp., Madison WI)) at 37°C for 20 min., 
denatured at 99°C for 5 min., precipitated with ammonium acetate and ethanol, and 
redissolved in 4 jil diethylpyrocarbonate treated water containing 20 units RNase Block 1 
(Stratagene, La Jolla CA). A 2 *il aliquot of the purified RNA was reverse transcribed using 
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the GeneAmp RNA PCR kit (Perkin Elmer Cetus) and the downstream primer from the first 
primer set described in the previous section. Reverse transcriptase was omitted from the 
reaction with the remaining 2 ul of the purified RNA prep, as a control in which preparations 
(both +/- RT) were then amplified using nested primer sets and the PCR protocols described 
5 above. A 10 jil aliquot of the final amplification reaction was analyzed on a 1% agarose gel 
and visualized with ethidium bromide. 

Southern frpatygis. 

To verify the identity of the PCR products, Southern analysis was performed. The 
1 0 DNA was transferred to a nylon membrane as described (Sambrook el si., supra). A 
fragment of CFTR cDNA (amino acids #1-525) was labeled with [ 32 P]-dCTP (ICN 
Biomedicals, Inc. Irvine CA) using an oligolabeling kit (Pharmacia, Piscataway, NJ) and 
purified over a NICK column (Pharmacia Piscataway, NJ) for use as a hybridization probe. 
The labeled probe was denatured, cooled, and incubated with the prehybridized filter for 15 
1 5 hours at 42°C. The hybridized filter was then exposed to film (Kodak XAR-5) for 1 0 min. 



Culture of Ad2/CFTR-1 

20 Viral cultures were performed on the permissive 293 cell line. For culture of virus 

from lung tissue, 1 g of lung was frozen/thawed 3-6 times and then mechanically disrupted in 
200 ul of 293 media. For culture of BAL and monkey nasal brushings, the cell suspension 
was spun for 5 min and the supernatant was collected. Fifty ul of the supernatant was added 
in duplicate to 293 cells grown in 96 well plates at 50% confluence. The 293 cells were 

25 incubated for 72 hr at 37°C, then fixed with a mixture of equal parts of methanol and acetone 
for 10 min. and incubated with FITC-labeled anti-adenovirus monoclonal antibodies 
(Chemicon, Light Diagnostics, Temecuca, CA) for 30 min. Positive nuclear 
immunofluorescence was interpreted as positive culture. The sensitivity of the assay was 
evaluated by adding dilutions of Ad2/CFTR-1 to 50 ul of the lung homogenate from one of 
. 30 the control rats. Viral replication was detected when as little as 1 pfu was added. 

RESULTS 

Efficacy pf Ad?/CFTR-]I in the lungs of cotton rats. 

To test the ability of Ad2/CFTR-1 to transfer CFTR cDNA to the intrapulmonary 
35 airway epithelium, several studies were performed. 4 x 10 pfu - IU of Ad2/CFTR-1 in 100 ul 
was adminstered to seven cotton rats; three control rats received 1 00 ul of TBS (the vehicle 
for the virus). The rats were sacrificed 4, 10 or 14 days later. To detect viral transcripts 
encoding CFTR, reverse transcriptase was used to prepare cDNA from lung homogenates. 
The cDNA was amplified with PCR using primers that span adenovirus and CFTR-encoded 
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sequences. Thus, the procedure did not detect endogenous rat CFTR. Figure 16 shows that 
the lungs of animals which received Ad2/CFTR-1 were positive for virally-encoded CFTR 
mRNA. The lungs of all control rats were negative. 

To detect the protein, lung sections were immunostained with antibodies specific to 
5 CFTR. CFTR was detected at the apical membrane of bronchial epithelium from all rats 
exposed to Ad2/CFTR-1, but not from control rats. The location of recombinant CFTR at the 
apical membrane is consistent with the location of endogenous CFTR in human airway 
epithelium. Recombinant CFTR was detected above background levels because endogenous 
levels of CFTR in airway epithelia are very low and thus, difficult to detect by 
1 0 immunocytochemistry (Trapnell, B. et al. (1991) Proc. Natl Acad. Sci. USA 88:6565-6569; 
Penning, GJVL et al. (1992) J. Cell Biol 1 18:551-59). 

These results show that Ad2/CFTR-1 directs the expression of CFTR mRNA in the 
lung of the cotton rat and CFTR protein in the intrapulmonary airways. 

15 Safety of Ad2/CFTR-1 in cotton rats. 

Because the El region of Ad2 is deleted in the Ad2/ CFTR- 1 virus, the vector was 
expected to be replication-impaired (Berkner, K.L. (1988) BioTechniques 6:616-629) and that 
it would be unable to shut off host cell protein synthesis (Basuss, L.E. et al. (1989) J. Virol 
50:202-212). Previous in vitro studies have suggested that this is the case in a variety of cells 
20 including primary cultures of human airway epithelial cells (Rich, D.P. et al. (1 993) Human 
Gene Therapy 4:461-476). However, it is important to confirm this in vivo in the cotton rat, 
which is the most permissive animal model for human adenovirus infection (Ginsberg, H.S. 
et al. (1989) Proc. Natl Acad. Set USA 86:3823-3827; Prince, GA. et al. (1993) J. Virol 
67:101-1 1 1). Although dose of virus of 4.1 x 10 10 pfus per kg was used, none of the rats 
25 died. More importantly, extracts from lung homogenates from each of the cotton rats were 
cultured in the permissive 293 cell line. With this assay 1 pfu of recombinant virus was 
detected in lung homogenate. However, virus was not detected by culture in the lungs of any 
of the treated animals. Thus, the virus did not appear to replicate in vivo. 

It is also possible that administration of Ad2/CFTR-1 could cause an inflammatory 
. 30 response, either due to a direct effect of the virus or as a result of administration of viral 
particles. Several studies were performed to test this possibility. None of the rats had a 
change in the total or differential white blood cell count, suggesting that there was no major 
systemic inflammatory response. To assess the pulmonary inflammatory response more 
directly, bronchoalveolar lavage was performed on each of the rats (Figures 17A and 17B). 
35 Figure 1 7A shows that there was no change in the total number of cells recovered from the 
lavage or in the differential cell count. 

Sections of the lung stained by H&E were also prepared. There was no evidence of 
viral inclusions or any other changes characteristic of adenoviral infection (Prince, G.A. et al. 
(1993) J. Virol 67:101-1 11). When coded lung sections were evaluated by a skilled reader 
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who was unaware of which sections were treated, she was unable to distinguish between 
sections from the treated and untreated lungs. 

It seemed possible that the recombinant adenovirus could escape from the lung into 
other tissues. To test for this possibility, other organs from the rats were evaluated using 
5 nested PCR to detect viral DNA. All organs tested from infected rats were negative, with the 
exception of small bowel which was positive in 3 of 7 rats. Figure 1 8 shows the results of 2 
infected rats and one control rat sacrificed on day 4 after infection. The organ homogenates 
from the infected rats sacrificed were negative for Ad2/CFTR-1 with the exception of the 
small bowel. Organ homogenates from control rats sacrificed on day 4 after infection were 

10 negative for Ad2/CFTR-1 . The presence of viral DNA in the small bowel suggests that the 
rats may have swallowed some of the virus at the time of instillation or, alternatively, the 
normal airway clearance mechanisms may have resulted in deposition of viral DNA in the 
gastrointestinal tract. Despite the presence of viral DNA in homogenates of small intestine, 
none of the rats developed diarrhea. This result suggests that if the virus expressed CFTR in 

1 5 the intestinal epithelium, there was no obvious adverse consequence. 

Repeat a^rniru^tion. of A<%/CFTR-1 to cotton rats 

Because adenovirus DNA integration into chromosomal DNA is not necessary for 
gene expression and only occurs at very low frequency, expression following any given 

20 treatment was anticipated to be finite and that repeated administration of recombinant 

adenovirus would be required for treatment of CF airway disease. Therefore, the effect of 
repeated administration of Ad2/CFTR-1 cotton rats was examined. Twelve cotton rats 
received 50 ul of Ad2/CFTR-1 . Two weeks later, 9 of the rats received a second dose of 50 p 
1 of Ad2/CFTR-1 and 3 rats received 50 ul of TBS. Rats were sacrificed on day 3, 7, or 14 

25 after virus administration. At the time of the second vector administration all cotton rats had 
an increased antibody titer to adenovirus. 

After the second intrapulmonary administration of virus, none of the rats died. 
Moreover, the results of studies assessing safety and efficacy were similar to results obtained 
in animals receiving adenovirus for the first time. Viral cultures of rat lung homogenates on 
. 30 293 cells were negative at all time points, suggesting that there was no virus replication. 
There was no difference between treated and control rats in the total or differential white 
blood count at any of the time points. The lungs were evaluated by histologic sections 
stained with H&E; and found no observable differences between the control and treated rats 
when sections were read by us or by a blinded skilled reader. Examples of some sections are 

35 shown in Figure 1 9. When organs were examined for viral DNA using PCR, viral DNA was 
found only in the small intestine of 2 rats. Despite seropositivity of the rats at the time of the 
second administration, expression of CFTR (as assessed by RT-PCR and by 
immunocytochemistry of sections stained with CFTR antibodies) similar to that seen in 
animals that received a single administration was observed. 
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These results suggest that prior administration of Ad2/CFTR-1 and the development 
of an antibody response did not cause an inflammatory response in the rats nor did it prevent 
virus-dependent production of CFTR. 

5 Evidence that Ad2/CFTR-1 expresses CFTR in primate airway epithelium 

The cells lining the respiratory tract and the immune system of primates are similar to 
those of humans. To test the ability of Ad2/CFTR-1 to transfer CFTR to the respiratory 
epithelium of primates, Ad2/CFTR was applied on three occasions as described in the 
methods to the nasal epithelium of three Rhesus monkeys. To obtain cells from the 
1 0 respiratory epithelium, the epithelium was brushed using a procedure similar to that used to 
sample the airway epithelium of humans during fiberoptic bronchoscopy. 

To assess gene transfer, RT-PCR was used as described above for the cotton rats. RT 
- PCR was positive on cells brushed from the right nostril of all three monkeys, although it 
was only detectable for 1 8 days after virus administration. An example of the results are 
1 5 shown in Figure 20A. The presence of a positive reaction in cells from the left nostril most 
likely represents some virus movement to the left side due to drainage, or possibly from the 
monkey moving the virus from one nostril to the other with its fingers after it recovered from 
anesthesia. 

The specificity of the RT-PCR is shown in Figure 20B. A Southern blot with a probe 
20 to CFTR hybridized with the RT-PCR product from the monkey infected with Ad2/CFTR-1. 
As a control, one monkey received a different virus (Ad2/pGal-l) which encodes p- 
galactosidase. When different primers were used to reverse transcribe the p-galactosidase 
mRNA and amplify the cDNA, the appropriate PCR product was detected. However, the 
PCR product did not hybridize to the CFTR probe on Southern blot This result shows the 
25 specificity of the reaction for amplification of the adenovirus-directed CFTR transcript 
The failure to detect evidence of adeno virus-encoded CFTR mRNA at 18 days or 
beyond suggests that the sensitivity of the RT-PCR may be low because of limited efficacy of 
the reverse transcriptase or because RNAses may have degraded RNA after cell acquisition. 
Viral DNA, however, was detected by PCR in brushings from the nasal epithelium for 
• 30 seventy days after application of the virus. This result indicates that although mRNA was not 
detected after 2 weeks, viral DNA was present for a prolonged period and may have been 
transcriptionally active. 

To assess the presence of CFTR proteins directly, cells obtained by brushing were 
plated onto slides by cytospin and stained with antibodies to CFTR. Figure 21 shows an 
35 example of the immunocytochemistry of the brushed cells. A positive reaction is clearly 
evident in cells exposed to Ad2/CFTR-1. The cells were scored as positive by 
immunocytochemistry when evaluated by a reader uninformed to the identity of the samples. 
Immunocytochemistry remained positive for five to six weeks for the three monkeys, even 
after the second administration of Ad2/CFTR-1 . On occasion, a few positive staining cells 
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were observed from the contralateral nostril of the monkeys. However, this was of short 
duration, lasting at most one week. 

Sections of nasal turbinate biopsies obtained within a week after the third infection 
were also examined. In sections from the control monkey, little if any immunofluorescence 
5 from the surface epithelium was observed, but the submucosal glands showed significant 
staining of CFTR (Fig. 22). These observations are consistent with results of previous 
studies (Engelhardt, J.F. and Wilson, J.M. (1992) Nature Gen 2:240-248.) In contrast, 
sections from monkeys that received Ad2/CFTR-1 revealed increased immunofluorescence at 
the apical membrane of the surface epithelium. The submucosal glands did not appear to 
1 0 have greater immunostraining than was observed under control conditions. These results 
indicate that Ad2/CFTR-1 can transfer the CFTR cDNA to the airway epithelium of Rhesus 
monkeys, even in seropositive animals (see below). 

Safety of Ad2/CFTR- 1 administered to monkevs 

1 5 Figure 23 shows that all three treated monkeys developed antibodies against 

adenovirus. Antibody titers measured by ELISA rose within two weeks after the first 
infection. With subsequent infections the titer rose within days. The sentinel monkey had 
low antibody titers throughout the experiment Tests for the presence of neutralizing 
antibodies were also performed. After the first administration, neutralizing antibodies were 

20 not observed, but they were detected after the second administration and during the third viral 
administration (Fig. 23). 

To detect virus, supematants from nasal brushings and swabs were cultured on 293 
cells. All monkeys had positive cultures on day 1 and on day 3 or 4 from the infected nostril. 
Cultures remained positive in one of the monkeys at seven days after administration, but 

25 cultures were never positive beyond 7 days. Live virus was occasionally detected in swabs 
from the contra lateral nostril during the first 4 days after infection. The rapid loss of 
detectable virus suggests that there was not viral replication. Stools were routinely cultured, 
but virus was never detected in stools from any of the monkeys. 

None of the monkeys developed any clinical signs of viral infection or inflammation. 

30 Visual inspection of the nasal epithelium revealed slight erythema in all three monkeys in 
both nostrils on the first day after infection; but similar erythema was observed in the control 
monkey and likely resulted from the instrumentation. There was no visible abnormalities at 
days 3 or 4, or on weekly inspection thereafter. Physical examination revealed no fever, 
lymphadenopathy, conjunctivitis, tachypnea, or tachycardia at any of the time points. No 

35 abnormalities were found in a complete blood count or sedimentation rate, nor were 
abnormalities observed in serum electrolytes, transaminases, or blood urea nitrogen and 
creatinine. 

Examination of Wright-stained cells from the nasal brushings showed that neutrophils 
and lymphocytes accounted for less than 5% of total cells in all three monkeys. 
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Administration of the Ad2/CFTR-1 caused no change in the distribution or number of 
inflammatory cells at any of the time points following virus administration. H&E stains of 
the nasal turbinate biopsies specimens from the control monkey could not be differentiated 
from that of the experimental monkey when the specimens were reviewed by an independent 
5 pathologist. (Fig. 24) 

These results demonstrate the ability of a recombinant adenovirus encoding CFTR 
(Ad2/CFTR-1) to express CFTR cDNA in the airway epithelium of cotton rats and monkeys 
during repeated administration. They also indicate that application of the virus involves little 
if any risk. Thus, they suggest that such a vector may be of value in expressing CFTR in the 

1 0 airway epithelium of humans with cystic fibrosis. 

Two methods were used to show that Ad2/CFTR-1 expresses CFTR in the airway 
epithelium of cotton rats and primates: CFTR mRNA was detected using RT-PCR and 
protein was detected by immunocytochemistry. Duration of expression as assessed 
immunocytochemically was five to six weeks. Because very little protein is required to 

15 generate CI" secretion (Welsh, M.J. (1987) Physiol. Rev. 67:1 143-1 184; Trapnell, B.C. et al. 

(1991) Proc. Natl Acad Scl USA 88:6565-6569; Denning, G.M. et al. (1992) J. Cell Biol 
1 18:551-559), it is likely that functional expression of CFTR persists substantially longer 
than the period of time during which CFTR was detected by immunocytochemistry. Support 
for this evidence comes from two consderations: first, it is very difficult to detect CFTR 

20 immuncytochemically in the airway epithelium, yet the expression of an apical membrane 
CI" permeability due to the presence of CFTR CI" channels is readily detected. The ability 
of a minimal amount of CFTR to have important functional effects is likely a result of the 
fact that a single ion channel conducts a very large number of ions (10^ - 10 7 ions/sec). 
Thus, ion channels are not usually abundant proteins in epithelia. Second, previous work 

25 suggests that the defective electrolyte transport of CF epithelia can be corrected when only 6- 
10% of cells in a CF airway epithelium overexpress wild-type CFTR (Johnson, L.G. et al. 

(1992) Nature Gen. 2:21-25). Thus, correction of the biologic defect in CF patients may be 
possible when only a small percent of the cells express CFTR. This is also consistent with 
our previous studies in vitro showing that Ad2/CFTR-1 at relatively low multiplicities of 

30 infection generated a cAMP-stimulated CI" secretory response in CF epithelia (Rich, D.P. et 
al. (1993) Human Gene Therapy 4:461-476). 

This study also provides the first comprehensive data on the safety of adenovirus 
vectors for gene transfer to airway epithelium. Several aspects of the studies are 
encouraging. There was no evidence of viral replication, rather infectious viral particles were 

35 rapidly cleared from both cotton rats and primates. These data, together with our previous in 
vitro studies, suggest that replication of recombinant virus in humans will likely not be a 
problem. The other major consideration for safety of an adenovirus vector in the treatment of 
CF is the possibility of an inflammatory response. The data indicate that the virus generated 
an antibody response in both cotton rats and monkeys. Despite this, no evidence of a 
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systemic or local inflammatory response was observed. The cells obtained by 
bronchoalveolar lavage and by brushing and swabs were not altered by virus application. 
Moreover, the histology of epithelia treated with adenovirus was indistinguishable from that 
of control epithelia. These data suggest that at least three sequential exposures of airway 
5 epithelium to adenovirus does not cause a detrimental inflammatory response. 

These data suggest that Ad2/CFTR-1 can effectively transfer CFTR cDNA to airway 
epithelium and direct the expression of CFTR. They also suggest that transfer is relatively 
safe in animals. Thus, they suggest that Ad2/CFTR- 1 may be a good vector for treating 
patients with CF. This was confirmed in the following example. 

10 

Example 10 - CFTR Gene Therapy in Nasal Epithdjja from Uxmm CF Subjects 
EXPERIMENTAL PROCEDURES 

15 Adenovirus vector 

The recombinant adenovirus Ad2/CFTR-I was used to deliver CFTR cDNA. The 
construction and preparation of Ad2/CFTR-1, and its use in vitro and in vivo in animals, has 
been previously described (Rich, D.P. et al. (1993) Human Gene Therapy 4:461-476; Zabner, 
J. et al. (1993) Nature Gen. (in press)). The DNA construct comprises a full length copy of 

20 the Ad2 genome from which the early region 1 genes (nucleotides 546 to 3497) have been 
replaced by cDNA for CFTR. The viral Ela promoter was used for CFTR cDNA; this is a 
low to moderate strength promoter. Tennination/polyadenylation occurs at the site normally 
used by El b and protein IX transcripts. The E3 region of the virus was conserved. 

25 Patients 

Three patients with CF were studied. Genotype was determined by IG Labs 
(Framingham, MA). All three patients had mild CF as defined by an NIH score > 70 
(Taussig, L.M et al. (1973) J. Pediatr. 82:380-390), a normal weight for height ratio, a 
forced expiratory volume in one second (FEV1) greater than 50% of predicted and an arterial 
• 30 PO2 greater than 72. All patients were seropositive for type 2 adenovirus, and had no recent 
viral illnesses. Pretreatment cultures of nasal swabs, pharyngeal swabs, sputum, urine, stool, 
and blood leukocytes were negative for adenovirus. PCR of pretreatment nasal brushings 
using primers for the adenovirus El region were negative. Patients were evaluated at least 
twice by FEV1, cytology of nasal mucosa, visual inspection, and measurement of V\ before 
35 treatment Prior to treatment, a coronal computed tomographic scan of the paranasal sinuses 
and a chest X-ray were obtained. 

The first patient was a 21 year old woman who was diagnosed at 3 months after birth. 
She had pancreatic insufficiency, a positive sweat chloride test (101 rnEq/1), and is 
homozygous for the AF508 mutation. Her NIH score was 90 and her FEV1 was 83% 
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predicted. The second patient was a 36 year old man who was diagnosed at the age of 1 3 
when he presented with symptoms of pancreatic insufficiency. A sweat chloride test revealed 
a chloride concentration of 70 mEq/L He is a heterozygote with the AF508 and G55ID 
mutations. His NIH score was 88 and his FEVI was 66% predicted The third patient was a 
5 50 year old woman, diagnosed at the age of 9 with a positive sweat chloride test (1 04 mEq/1 ). 
She has pancreatic insufficiency and insulin dependent diabetes mellitus. She is homozygous 
for the AF508 mutation. Her NIH score was 73 and her FEVI was 65% predicted. 

Transepithelial voltage 

10 The transepithelial electric potential difference across the nasal epithelium was 

measured using techniques similar to those previously described (Alton, E. Wi\ W. et al 
(1987) Thorax 42:815-817; Knowles, M et al. (1981) N. Eng. J. Med. 305:1489-1495). A 23 
gauge subcutaneous needle connected with sterile normal saline solution to a silver/silver 
chloride pellet (E. W. Wright, Guilford, CT) was used as a reference electrode. The exploring 

1 5 electrode was a size 8 rubber catheter (modified Argyll Foley catheter, St Louis, MO) with 
one side hole at the tip. The catheter was filled with Ringer's solution containing (in mM), 
135 NaCl, 2.4 KH2PQ2, K 2 HP0 4 , 12CaCL 2 , 12 MgCl 2 and 10 Hepes (titrated to pH 7.4 
with NaOH) and was connected to a silver/silver chloride pellet. Voltage was measured with 
a voltmeter (Keithley Instruments Inc., Cleveland, OH) connected to a strip chart recorder 

20 (Servocorder, Watanabe Instruments, Japan). Prior to the measurements, the silver/silver 
chloride pellets were connected in series with the Ringer's solution; the pellets were changed 
if the recorded Vj was greater than ±4 mV. The rubber catheter was introduced into the 
nostril under telescopic guidance (Hopkins Telescope, Karl Storz, Tuttlingen West Germany) 
and the side hole of the catheter was placed next to the study area in the medical aspect of the 

25 inferior nasal turbinate. The distance from the anterior tip of the inferior turbinate and the 
spatial relationship with the medial turbinate, the maxillary sinus ostium, and in one patient a 
small polyp, were used to locate the area of Ad2/CFTR-1 administration for measurements. 
Photographs and video recorder images were also used. Basal Vf was recorded until no 
changes in V t were observed after slow intermittent 100 fil/min infusion of the Ringer's 

30 solution. Once a stable baseline was achieved, 200 nl of a Ringer's solution containing 100 p. 
M amiloride (Merck and Co. Inc., West Point, PA) was instilled through the catheter and 
changes in Vt were recorded until no further change were observed after intermittent 
instillations. Finally, 200 fxl Ringer's solution containing 100 \iM amiloride plus 10 \xM 
terbutaline (Geigy Pharmaceuticals, Ardsley, NY) was instilled and the changes in Vf were 

35 recorded. 

Measurements of basal Vf were reproducible over time: in the three treated patients, 
the coefficients of variation before administration of Ad2/CFTR-1 were 3.6%, 12%, and 
12%. The changes induced by terbutaline were also reproducible. In 30 measurements in 9 
CF patients, the terbutaline-induced changes in V t (AVt) ranged from 0 mV to +4 mV; 



WO 94/12649 



-47- 



PCT/US93/11667 



hyperpolarization of V t was never observed. In contrast, in 7 normal subjects AVt ranged 
from -1 mV to -5 mV; hyperpolarization was always observed. 

Ad2/CFTR-1 Application, flfld cell acquisition 
5 The patients were taken to the operating room and monitoring was commenced using 

continuous EKG and pulse oximetry recording as well as automatic intermittent blood 
pressure measurement. After mild sedation, the nasal mucosa was anesthetized by atomizing 
0.5 ml of 5% cocaine. The mucosa in the area of the inferior turbinate was then packed with 
cotton pledgets previously soaked in a mixture of 2 ml of 0.1% adrenaline and 8 ml of 1% 

10 tetracaine. The pledgets remained in place for 10-40 min. Using endoscopic visualization 
with a television monitoring system, the applicator was introduced through the nostril and 
positioned on the medial aspect of the inferior turbinate, at least three centimeters from its 
anterior tip (Figures 25A-25I). The viral suspension was infused into the applicator through 
connecting catheters. The position of the applicator was monitored endoscopically to ensure 

1 5 that it did not move and that enough pressure was applied to prevent leakage. After the virus 
was in contact with the nasal epithelium for thirty minutes, the viral suspension was removed, 
and the applicator was withdrawn. In the third patient's right nasal cavity, the virus was 
applied using the modified Foley catheter used for measurements. The catheter was 
introduced without anesthetic under endoscopic guidance until the side hole of the catheter 

20 was in contact with the area of interest in the inferior turbinate. The viral solution was 

infused slowly until a drop of solution was seen with the telescope. The catheter was left in 
place for thirty minutes and then removed. 

Cells were obtained from the area of virus administration approximately 2 weeks 
before treatment and then at weekly intervals after treatment The inferior turbinate was 

25 packed for 10 minutes with cotton pledgets previously soaked in 1 ml of 5% cocaine. Under 
endoscopic control, the area of administration was gently brushed for 5 seconds. The brushed 
cells were dislodged in PBS. Swabs of the nasal epithelia were collected using cotton tipped 
applicators without anesthesia. Cytospin slides were prepared and stained with Wright's 
stain. Light microscopy was used to assess the respiratory epithelial cells and inflammatory 

30 cells. For biopsies, sedatives/anesthesia was administered as described for the application 
procedure. After endoscopic inspection, and identification of the site to be biopsied, the 
submucosa was injected with 1% xylocaine, with 1/100,000 epinephrine. The area of virus 
application on the inferior turbinate was removed. The specimen was fixed in 4% 
formaldehyde and stained. 

35 

RESULTS 

On day one after Ad2/CFTR-1 administration and at all subsequent time points, 
Ad2/CFTR-1 from the nasal epithelium, pharynx, blood, urine, or stool could not be cultured. 
As a control for the sensitivity of the culture assay, samples were routinely spiked with 1 0 
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and 100 IU Ad2/CFTR-1. In every case, the spiked samples were positive, indicating that, at 
a minimum, 10 IU of Ad2/CFTR should have been detected. No evidence of a systemic 
response as assessed by history, physical examination, serum chemistries or cell counts, chest 
and sinus X-rays, pulmonary function tests, or arterial blood gases performed before and after 
5 Ad2/CFTR-1 administration. An increase in antibodies to adenovirus was not detectable by 
ELISA or by neutralization for 35 days after treatment 

Three to four hours after Ad2/CFTR-1 administration, at the time that local anesthesia 
and localized vasoconstriction abated, all patients began to complain of nasal congestion and 
in one case, mild rhinorrhea. These were isolated symptoms that diminished by 1 8 hours and 

1 0 resolved by 28 to 42 hours. Inspection of the nasal mucosa showed mild to moderate 

erythema, edema, and exudate (Figures 25A-25C). These physical findings followed a time 
course similar to the symptoms. The physical findings were not limited to the site of virus 
application, even though preliminary studies using the applicator showed that marker 
methylene blue was limited to the area of application. In two additional patients with CF, the 

1 5 identical anesthesia and application procedure were used, but saline was applied instead of 
virus, yet the same symptoms and physical findings were observed in these patients (Figures 
25G-25I). Moreover, the local anesthesia and vasoconstriction generated similar changes 
even when the applicator was not used, suggesting that the anesthesia/vasoconstriction caused 
some, if not all the injury. Twenty-four hours after the application procedure, analysis of 

20 cells removed from nasal swabs revealed an equivalent increase in the percent neutrophils in 
patients treated with Ad2/CFTR-1 or with saline. One week after application, the 
neutrophilia had resolved in both groups. Respiratory epithelial cells obtained by nasal 
brushing appeared normal at one week and at subsequent time points, and showed no 
evidence of inclusion bodies. To further evaluate the mucosa, the epithelium was biopsied on 

25 day three in the first patient and day one in the second patient Independent evaluation by 
two pathologists not otherwise associated with the study suggested changes consistent with 
mild trauma and possible ischemia (probably secondary to the anesthetic/vasoconstrictors 
used before virus administration), but there were no abnormalities suggestive of virus- 
mediated damage. 

30 Because the application procedure produced some mild injury in the first two patients, 

the method of administration was altered in the third patient. The method used did not 
require the use of local anesthesia or vasoconstriction and which was thus less likely to cause 
injury, but which was also less certain in its ability to constrain Ad2/CFTR-1 in a precisely 
defined area. On the right side, Ad2/CFTR-1 was administered as in the first two patients, 

35 and on the left side, the virus was administered without anesthesia or the applicator, instead 
using a small Foley catheter to apply and maintain Ad2/CFTR-1 in a relatively defined area 
by surface tension (Figure 25E). On the right side, the symptoms and physical findings were 
the same as those observed in the first two patients. By contrast, on the left side there were 
no symptoms and on inspection the nasal mucosa appeared normal (Figures 25D-25F). Nasal 
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swabs obtained from the right side showed neutrophilia similar to that observed in the first 
two patients. In contrast, the left side which had no anesthesia and minimal manipulation, 
did not develop neutrophilia. Biopsy of the left side on day 3 after administration (Figure 
26), showed morphology consistent with CF- a thickened basement membrane and 
5 occasional polymorphonuclear cells in the submucosa- but no abnormalities that could be 
attributed to the adenovirus vector. 

The first patient developed symptoms of a sore throat and increased cough that began 
three weeks after treatment and persisted for two days. Six weeks after treatment she 
developed an exacerbation of her bronchitis/bronchiectasis and hemoptysis that required 

1 0 hospitalization. The second patient had a transient episode of minimal hemoptysis three 
weeks after treatment; it was not accompanied by any other symptoms before or after the 
episode. The third patient has an exacerbation of bronchitis three weeks after treatment for 
which she was given oral antibiotics. Based on each patient's pretreatment clinical history, 
evaluation of the episodes, and viral cultures, no evidence could be discerned that linked 

1 5 these episodes to administration of Ad2/CFTR- 1 . Rather the episodes appeared consistent 
with the normal course of disease in each individual. 

The loss of CFTR CI" channel function causes abnormal ion transport across affected 
epithelia, which in turn contributes to the pathogenesis of CF-associated airway disease 
(Boat, T.F. et al. in The Metabolic Basis of Inherited Diseases (Scriver, C.R. et al. eds., 

20 McGraw-Hill, New York (1989); Quinton, P.M. (1990) FASEBJ 4:2709-2717). In airway 
epithelia, ion transport is dominated by two electrically conductive processes: amiloride- 
sensitive absorption of Na + from the mucosal to the submucosal surface and cAMP- 
stimulated CI" secretion in the opposite direction. (Quinton, P.M. (1990) FASEBJ. 4:2709- 
2717; Welsh, MJ. (1987) Physiol Rev. 67:1 143-1 1 84). These two transport processes can be 

25 assessed noninvasively by measuring the voltage across the nasal epithelium (Vt) in vivo 
(Knowles, M. et al (1981) N. Eng. J. Med 305:1489-1495; Alton, E.W.F. W. et al.(1987) 
Thorax 42:815-817). Figure 27 shows an example from a normal subject. Under basal 
conditions, Vt was electrically negative (lumen referenced to the submucosal surface). 
Perfusion of amiloride (100 ^M) onto the mucosal surface inhibited V t by blocking apical 

30 Na + channels (Knowles, M. et al (1981) N. Eng. J Med 305:1489-1495; Quinton, P.M. 
(1990) FASEBJ. 4:2709-2717; Welsh, MJ. (1992) Neuron 8:821-829). Subsequent 
perfusion of terbutaline (10 jiM) a p-adrenergic agonist, hyperpolarized Vt by increasing 
cellular levels of cAMP, opening CFTR CI" channels, and stimulating chloride secretion 
(Quinton, P.M. (1990) FASEBJ. 4:2709-2717; Welsh, M.J. et al. (1992) Neuron 8:821-829). 

35 Figure 28A shows results from seven normal subjects: basal Vt was -10.5 i l.OmV, and in 
the presence of amiloride, terbutaline hyperpolarized Vt by -2.3 ± 0.5mV. 

In patients with CF, Vt was more electrically negative than in normal subjects (Figure 
28B), as has been previously reported (Knowles, M. et al. (1981) N. Eng. J. Med 305:1489- 
1495). Basal V t was -37.0 ± 2.4 mV, much more negative than values in normal subjects (P< 
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0.001). (Note the difference in scale in Figure 28 A and Figure 28B). Amiloride inhibited V^ 
as it did in normal subjects. However, V t failed to hyperpolarize when terbutaline was 
perfused onto the epithelium in the presence of amiloride. Instead, Vt either did not change 
or became less negative: on average V t depolarized by +1 .8 ± 0.6 mV, a result very different 
5 from that observed in normal subjects. (P<0.00 1 ). 

After Ad2/CFTR-1 was applied, basal Vt became less negative in all three CF 
patients: Figure 29A shows an example from the third patient before (Figure 29A) and after 
(Figure 29B) treatment and Figures 30A, 30C, and 30E show the time course of changes in 
basal Vt for all three patients. The decrease in basal Vt suggests that application of 

1 0 Ad2/CFTR-1 corrected the CF electolyte transport defect in nasal epithelium of all three 
patients. Additional evidence came from an examination of the response to terbutaline. 
Figure 30B shows that in contrast to the response before Ad2/CFTR-1 was applied, after 
virus replication, in the presence of amiloride, terbutaline stimulated V t . Figures 3 0B, 30D, 
and 30F show the time course of the response. These data indicate that Ad2/CFTR-1 

1 5 corrected the CF defect in CI" transport. Correction of the CI" transport defect cannot be 
attributed to the anesthesia/application procedure because it did not occur in patients treated 
with saline instead of Ad2/CFTR- 1 (Figure 3 1 ). Moreover, the effects of the anesthesia were 
generalized on the nasal mucosa, but basal Vt decreased only in the area of virus 
administration. Finally, similar changes were observed in the left nasal mucosa of the third 

20 patient (Figures 30E and 30F), which had no symptomatic or physical response after the 
modified application procedure. 

Unsuccessful attempts were made to detect CFTR transcripts by reverse transciptase- 
PCR and by immunocytochemistry in cells from nasal brushings and biopsies. Although 
similar studies in animals have been successful (Zabner, J. et al. (1993) Nature Gen. (in 

25 press)), those studies used much higher doses of Ad2/CFTR-1. The lack of success in the 
present case likely reflects the small amount of available tissue, the low MOI, the fact that 
only a fraction of cells may have been corrected, and the fact that Ad2/CFTR-1 contains a 
low to moderate strength promoter (Ela) which produces much less mRNA and protein than 
comparable constructs using a much stronger CMV promoter (unpublished observation). The 

30 Ela promoter was chosen because CFTR normally expressed at very low levels in airway 
epithelial cells (Trapnell, B.C. et al. (1991) Proc. Natl Acad ScL USA 88:6565-6569). It is 
also difficult to detect CFTR protein and mRNA in normal human airway epithelia, although 
function is readily detected because a single ion channel can conduct a very large number of 
ions per second and thus efficiently support C 1 " transport. 

35 With time, the electrical changes that indicate correction of the CF defect reverted 

toward pretreatment values. However, the basal Vt appeared to revert more slowly than did 
the change in V t produced by terbutaline. The significance of this difference is unknown, but 
it may reflect the relative sensitivity of the two measurements to expression of normal CFTR. 
In any case, this study was not designed to test the duration of correction because the treated 
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area was removed by biopsy on one side and the nasalmucosa on the other side was brushed 
to obtain cells for analysis at 7 to 1 0 days after virus administration, and then at 
approximately weekly intervals. Brushing the mucosa removes cells, disrupts the epithelium, 
and reduces basal Vf to zero for at least two days afterwards, thus preventing an accurate 
5 assessment of duration of the effect of Ad2/CFTR-L 

Efficacy of a denovirus-mediated gene transfer. 

The major conclusion of this study is that in vivo application of a recombinant 
adenovirus encoding CFTR can correct the defect in airway epithelial CI" transport that is 

1 0 characteristic of CF epithelia. 

Complementation of the CI" channel defect in human nasal epithelium could be 
measured as a change in basal voltage and as a change in the response to cAMP agonists. 
Although the protocol was not designed to establish duration, changes in these parameters 
were detected for at least three weeks. These results represent the first report that 

15 administration of a recombinant adenovirus to humans can correct a genetic lesion as 
measured by a functional assay. This study contrasts with most earlier attempts at gene 
transfer to humans, in that a recombinant viral vector was administered directly to humans, 
rather than using a in vitro protocol involving removal of cells from the patient, transduction 
of the cells in culture, followed by reintroduction of the cells into the patient. 

20 Evidence that the CF CI" transport defect was corrected at all three doses of virus, 

corresponding to 1, 3, and 25 MOI, was obtained. This result is consistent with earlier 
studies showing that similar MOIs reversed the CF fluid and electrolyte transport defects in 
primary cultures of CF airway cells grown as epithelia on permeable filter supports (Rich, 
D.P. et al. (1993) Human Gene Therapy 4:461-476 and Zabner et al. submitted for 

25 publication): at an MOI of less than 1 , cAMP-stimulated CI" secretion was partially restored, 
and after treatment with 1 MOI Ad2/CFTR-1 cAMP agonists stimulated fluid secretion that 
was within the range observed in epithelia from normal subjects. At an MOI of 1, a related 
adenovirus vector produced P-galactosidase activity in 20% of infected epithelial cells as 
assessed by fluorescence-activated cell analysis (Zabner et al. submitted for publication). 

30 Such data would imply that pharmacologic dose of adenovirus in CF airways might 

correspond to an MOI of one. If it is estimated that there are 2x1 0^ cells/cm^ in the airway 
(Mariassy, A.T. in Comparative Biology of the Normal Lung (CRC Press, Boca Raton 1992), 
and that the airways from the trachea to the respiratory bronchioles have a surface area of 
1400 cm^ (Weibel, E.R. Morphometry of the Human Lung (Springer Verlag, Heidelberg, 

35 1963) then there would be approximately 3x10^ potential target cells. Assuming a particle to 
IU ratio of 100, this would correspond to approximately 3x1 0 1 1 particles of adenovirus with 
a mass of approximately 75 fig. While obviously only a crude estimate, such information is 
useful in designing animal experiments to establish the likely safety profile of a human dose. 
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It is possible that an efficacious MOI of recombinant adenovirus could be less than 
the lowest MOI tested here. Some evidence suggests that not all cells in an epithelial 
monolayer need to express CFTR to correct the CF electrolyte transport defects. Mixing 
experiments showed that when perhaps 5-10% of cells overexpress CFTR, the monolayer 
5 exhibits wild-type electrical properties (Johnson, L.G. et ah (1992) Nature Gen 2:21-25). 
Studies using liposomes to express CFTR in mice bearing a disrupted CFTR gene also 
suggest that only a small proportion of cells need to be corrected (Hyde, S.C. et al. (1 993) 
Nature 362:250-255). The results referred to above using airway epithelial monolayers and 
multiplicities of Ad2/CFTR-1 as low as 0.1 showed measurable changes in CI" secretion 
10 (Rich, D.P. et al. (1993) Human Gene Therapy 4:461-476 and Zabner et al. submitted for 
publication). 

Given the very high sensitivity of electrolyte transport assays (which result because a 
single CI" channel is capable of transporting large numbers of ions/sec) and the low activity 
of the Ela promoter used to transcribe CFTR, the inability to detect CFTR protein and CFTR 

15 mRNA are perhaps not surprising. Although CFTR mRNA could not be detected by reverse 
transcriptase-PCR, Ad2/CFTR-1 DNA could be detected in the samples by standard PCR , 
demonstrating the presence of input DNA and suggesting that the reverse transcriptase 
reaction may have been suboptimal. This could have occurred because of factors in the tissue 
that inhibit the reverse transcriptase. Although there is little doubt that the changes in 

20 electrolyte transport measured here result from expression of CFTR, it remains to be seen 
whether this will lead to measurable clinical changes in lung function. 

Safety wreitferations. 

Application of the adenovirus vector to the nasal epithelium in these three patients 

25 was well-tolerated. Although mild inflammation was observed in the nasal epithelium of all 
three patients following administration of Ad2/CFTR-1, similar changes were observed in 
two volunteers who underwent a sham procedure using saline rather than the viral vector. 
Clearly a combination of anesthetic- and procedure-related trauma resulted in the changes in 
the nasal mucosa. There is insufficient evidence to conclude that no inflammation results 

30 from virus administration. However, using a modified administration of the highest MOI of 
virus tested (25 MOI) in one patient, no inflammation was observed under conditions that 
resulted in evidence of biophysical efficacy that lasted until the area was removed by biopsy 
at three days. 

There was no evidence of replication of Ad2/CFTR-1 . Earlier studies had established 
35 that replication of Ad2/CFTR-1 in tissue culture and experimental animals is severely 

impaired (Rich, D.P. et al. (1993) Human Gene Therapy 4:461-476; Zabner, J. et al. (1993) 
Nature Gen, (in press)). Replication only occurs in cells that supply the missing early 
proteins of the El region of adenovirus, such as 293 cells, or under conditions where the El 
region is provided by coinfection with or recombination with an El -containing adenovirus 
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(Graham, FX. and Prevec, L. Vaccines: New Approaches to Immunological Problems (R.W. 
Ellis, ed„ Boston, Butterworth-Heinermann, 1992); Berkner, K.L. (1988) Biotechniques 
6:6 1 6-629). The patients studied here were seropositive for adenovirus types 2 and 5 prior to 
the study were negative for adenovirus upon culture of nasal swabs prior to administration of 
5 Ad2/CFTR-1, and were shown by PCR methods to lack endogenous El DNA sequences such 
as have been reported in some human subjects (Matsuse T. et aL (1992) Am Rev. Respir. Dis. 
146:177-184). 

Example 1 1 - Construction and Packaging pf Pseudo Adenoviral Vector (PAY) 

1 0 With reference to Figure 32, the PAV construct was made by inserting the Ad2 

packaging signal and El enhancer region (0-358 nt) in Bluescript II SK- (Stratagene, LaJolIa, 
CA). A variation of this vector, known as PAV II was constructed similarly, except the Ad2 
packaging signal and El enhancer region contained 0-380 nt. The addition of nucleotides at 
the 5' end results in larger PAVs, which may be more efficiently packaged, yet would include 

1 5 more adenoviral sequences and therefore could potentially be more immunogenic or more 
capable of replicating. 

To allow ease of manipulation for either the insertion of gene coding regions or 
complete excision and use in transfections for the purpose of generating infectious particles, a 
complementary plasmid was also built in pBluescript SKEk This complementary plasmid 

20 contains the Ad2 major late promoter (ML?) and tripartite leader (TPL) DNA and an SV40 
T-antigen nuclear localization signal (NLS) and polyadenylation signal (SVpA). As can be 
seen in Figure 32, this plasmid contains a convenient restriction site for the insertion of genes 
of interest between the MLP/TPL and SV40 poly A. This construct is engineered such that 
the entire cassette may be excised and inserted into the former PAV I or PAV II construct. 

25 Generation of PAV infectious particles was performed by excision of PAV from the 

plasmid with the Apa I and Sac. II restriction endonucleases and co-transfection into 293 cells 
(an Ela/Elb expressing cell line) (Graham, F.L. et al, (1977) J. Gen Virol 36:59-74) with 
either wild-type Ad2, or packaging/replication deficient helper virus. Purification of PAV 
from helper can be accompanied by CsCl gradient isolation as PAV viral particles will be of a 

30 lower density and will band at a higher position in the gradient. 

For gene therapy, it is desirable to generate significant quantities of PAV virion free 
from contaminating helper virus. The primary advantage of PAV over standard adenoviral 
vectors is the ability to package large DNA inserts into virion (up to about 36 kb). However, 
PAV requires a helper virus for replication and packaging and this helper virus will be the 

35 predominant species in any PAV preparation. To increase the proportion of PAV in viral 
preparation several approaches can be employed. For example, one can use a helper virus 
which is partially defective for packaging into virions (either by virtue of mutations in the 
packaging sequences (Grable, M. and Hearing P. (1992) /. Virol. 66: 723-731)) or by virtue 
of its size -viruses with genome sizes greater than approximately 37.5 kb package 
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inefficiently. In mixed infections with packaging defective virus, PAV would be expected to 
be represented at higher levels in the virus mixture than would occur with non-packaging 
defective helper viruses. 

Another approach is to make the helper virus dependent upon PAV for its own 
5 replication. This may most easily be accomplished by deleting an essential gene from the 
helper virus (e.g. IX or a terminal protein) and placing that gene in the PAV vector. In this 
way neither PAV nor the helper virus is capable of independent replication - PAV and the 
helper virus are therefore co-dependent. This should result in higher PAV representation in 
the resulting virus preparation. 

10 A third approach is to develop a novel packaging cell line, which is capable of 

generating significant quantities of PAV virion free from contaminating helper virus. A 
novel protein IX, (pIX) packaging system has been developed. This system exploits several 
documented features of adenovirus molecular biology. The first is that adenoviral defective 
particles are known to comprise up to 30% or more of standard wild-type adenoviral 

1 5 preparations. These defective or incomplete particles are stable and contain 15-95% of the 
adenoviral genome, typically 15-30%. Packaging of a PAV genome (1 5-30% of wild-type 
genome) should package comparably. Secondly, stable packaging of full-length Ad genome 
but not genomes <95% required the presence of the adenoviral gene designated pEX. 
The novel packaging system is based on the generation of an Ad protein pIX 

20 expressing 293 cell line. In addition, an adenoviral helper virus engineered such that the El 
region is deleted but enough exogenous material is inserted to equal or slightly exceed the 
full length 36 kb size. Both of these two constructs would be introduced into the 293/pDC 
cell line as purified DNA. In the presence of pK, yields of both predicted progeny viruses as 
seen in current PAV/Ad2 production experiments can be obtained. Virus containing lysates 

25 from these cells can then be titered independently (for the marker gene activity specific to 
either vector) and used to infect standard 293 flacking pEX) at a multiplicity of infection of 1 
relative to PAV. Since research with this line as well as from incomplete or defective particle 
research indicates that full length genomes have a competitive packaging advantage, it is 
expected that infection with an MOI of 1 relative to PAV will necessarily equate to an 

30 effective MOI for helper of greater than 1 . All cells will presumably contain both PAV (at 
least 1) and helper (greater than 1). Replication and viral capsid production in this cell 
should occur normally but only PAV genomes should be packaged. Harvesting these 
293/pIX cultures is expected to yield essentially helper-free PAV. 

35 Exam ple 12 - C onstruction of Ad2-E4/ORF 6 

Ad2-E4/ORF6 (Figure 33 shows the plasmid construction of Ad2-E4/ORF6) which is 
an adenovirus 2 based vector deleted for all Ad2 sequences between nucleotides 32815 and 
35577. This deletion removes all open reading frames of E4 but leaves the E4 promoter and 
first 32-37 nucleotides of the E4 mRNA intact. In place of the deleted sequences, a DNA 
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fragment encoding ORF6 (Ad2 nucleotides 34082-33178) which was derived by polymerase 
chain reaction of Ad2 DNA with ORF6 specific DNA primers 

(Genzyme oligo. # 2371 - CGGATCCTTTATTATAGGGGAAGTCCACGCCTAC (SEQ. 
IDNO:8) and oligo. #2372 - CGGGATCCATCGATGAAATATGACTACGTCCG (SEQ. 
5 ED NO:9) were inserted). Additional sequences supplied by the oligonucleotides included a 
cloning site at the 5' and 3' ends of the PCR fragment (Clal and BamHl respectively) and a 
polyadenylation sequence at the 3' end to ensure correct polyadenylation of the ORF6 
mRNA. As illustrated in Figure 33, the PCR fragment was first ligated to a DNA fragment 
including the inverted terminal repeat (ITR) and E4 promoter region of Ad2 (Ad2 nucleotides 

10 35937-35577) and cloned in the bacterial plasmid pBluescript (Stratagene) to create plasmid 
ORF6. After sequencing to verify the integrity of the ORF6 reading frame, the fragment 
encompassing the ITR and ORF6 was subcloned into a second plasmid, pAd A E4, which 
contains the 3' end of Ad2 from a Sac I site to the 3' ITR (Ad2 nucleotides 28562-35937) and 
is deleted for all E4 sequences (promoter to poly A site Ad2 positions 32815-35641) using 

1 5 flanking restriction sites. In this second plasmid, virus expressing only E4 ORF6, pAdORF6 
was cut with restriction enzyme Pad and ligated to Ad2 DNA digested with Pad . This Pad 
site corresponds to Ad2 nucleotide 28612. 293 cells were transfected with the ligation and 
the resulting virus was subjected to restriction analysis to verify that the Ad2 E4 region had 
been substituted with the corresponding region of pAdORF6 and that the only remaining E4 

20 open reading frame was ORF6. 

A cell line could in theory be established that would fully complement E4 functions 
deleted from a recombinant virus. The problem with this approach is that E4 functions in the 
regulation of host cell protein synthesis and is therefore toxic to cells. The present 
recombinant adenoviruses are deleted for the El region and must be grown in 293 cells which 

25 complement El functions. The E4 promoter is activated by the Ela gene product, and 
therefore to prevent inadvertent toxic expression of E4 transcription of E4 must be tightly 
regulated. The requirements of such a promoter or transactivating system is that in the 
uninduced state expression must be low enough to avoid toxicity to the host cell, but in the 
induced state must be sufficiently activated to make enough E4 gene product to complement 

30 the E4 deleted virus during virus production. 



Example 13 

An adenoviral vector is prepared as described in Example 7 while substituting the 
phosphoglycerate kinase (PGK) promoter for the Ela promoter. 

35 

Example 14 

An adenoviral vector is prepared as described in Example 1 1 while substituting the 
PGK promoter for the Ad2 major late promoter (MLP). 
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Example 15: Generation of Ad2-ORF6/PGK-CFTR 

This protocol uses a second generation adenovirus vector named Ad2-ORF6/PGK- 
CFTR. This virus lacks El and in its place contains a modified transcription unit with the 
PGK promoter and a poly A addition site flanking the CFTR cDNA. The PGK promoter is 
5 of only moderate strength but is long lasting and not subject to shut off. The E4 region of the 
vector has also been modified in that the whole coding sequence has been removed and 
replaced by ORF6, the only E4 gene essential for growth of Ad in tissue culture. This has the 
effect of generating a genome of 101% the size of wild type Ad2. 

The DNA construct comprises a full length copy of the Ad2 genome from which the 

1 0 early region 1 (El) genes (present at the 5' end of the viral genome) have been deleted and 
replaced by an expression cassette encoding CFTR. The expression cassette includes the 
promoter for phosphoglycerate kinase (PGK) and a polyadenylation (poly A) addition signal 
from the bovine growth hormone gene (BGH). In addition, the E4 region of Ad2 has been 
deleted and replaced with only open reading frame 6 (ORF6) of the Ad2 E4 region. The 

1 5 adenovirus vector is referred to as AD2-ORF6/PGK-CFTR and is illustrated schematically in 
Figure 34. The entire wild-type Ad2 genome has been previously sequenced (Roberts, RJ., 
(1986) In Adenovirus DNA, W. Oberfler, editor, Matinus Nihoff Publishing, Boston) and the 
existing numbering system has been adopted here when referring to the wild type genome. 
Ad2 genomic regions flanking El and E4 deletions, and insertions into the genome are being 

20 completely sequenced. 

The Ad2-ORF6/PGK-CFTR construct differs from the one used in our earlier 
protocol (Ad2/CFTR-1) in that the latter utilized the endogenous Ela promoter, had no poly 
A addition signal directly downstream of CFTR and retained an intact E4 region. The 
properties of Ad2/CFTR-1 in tissue culture and in animal studies have been reported (Rich et 

25 aL, (1993) Human Gene Therapy 4:461-467; and Zabner et al. (1993) Nature Genetics (in 
Press). 

At the 5' end of the genome, nucleotides 357 to 3328 of Ad2 have been deleted and 
replaced with (in order 5* to 3') 22 nucleotides of linker, 534 nucleotides of the PGK 
promoter, 86 nucleotides of linker, nucleotides 123-4622 of the published CFTR sequence 

30 (Riordan et al. (1989) Science 245:1066-1073), 21 nucleotides of linker, and a 32 nucleotide 
synthetic BGH poly A addition signal followed by a final 1 1 nucleotides of linker. The 
topology of the 5' end of the recombinant molecule is illustrated in Figure 34. 

At the 3' end of the genome of Ad2-ORF6/PGK-CFTR, Ad2 sequences between 
nucleotides 32815 and 35577 have been deleted to remove all open reading frames of E4 but 

35 retain the E4 promoter, the E4 cap sites and first 32-37 nucleotides of E4 mRNA. The 
deleted sequences were replaced with a fragment derived by PCR which contains open 
reading frame 6 of Ad2 (nucleotides 34082-33178) and a synthetic poly A addition signal. 
The topology of the 3 ! end of the molecule is shown in Figure 34. The sequence of this 
segment of the molecule will be confirmed. The remainder of the Ad2 viral DNA sequence is 
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published in Roberts, R.J. in Adenovirus DNA. (W. Oberfler, Matinus Nihoff Publishing, 
Boston, 1986 ). The overall size of the Ad2-ORF6/PGK-CFTR vector is 36,336 bp which is 
101.3% of foil length Ad2. See Table III for the sequence of Ad2-ORF6/PGK-CFTR. 
The CFTR transcript is predicted to initiate at one of three closely spaced 
5 transcriptional start sites in the cloned PGK promoter (Singer-Sam etal. (1984) Gewe 32:409- 
417) at nucleotides 828, 829 and 837 of the recombinant vector (Singer-Sam et al. (1984) 
Gene 32:409-417). A hybrid 5 f untranslated region is comprised of 72, 80 or 81 nucleotides 
of PGK promoter region, 86 nucleotide of linker sequence, and 10 nucleotides derived from 
the CFTR insert. Transcriptional termination is expected to be directed by the BGH poly A 

1 0 addition signal at recombinant vector nucleotide 5530 yielding an approximately 4.7 kb 
transcript The CFTR coding region comprises nucleotides 1010-5454 of the recombinant 
virus and nucleotides 182, 181 or 173 to 4624, 4623, or 4615 of the PGK-CFTR-BGH 
mRNA respectively, depending on which transcriptional initiation site is used. Within the 
CFTR cDNA there are two differences from the published (Riordan et al, cited supra) cDNA 

15 sequence. An A to C change at position 1990 of the CFTR cDNA (published CFTR cDNA 
coordinates) which was an error in the original published sequence, and a T to C change 
introduced at position 936. The change at position 936 is translationally silent but increases 
the stability of the cDNA when propagated in bacterial plasmids (Gregory et al. (1 990) 
Nature 347:382-386; and Cheng et al. (1990) Cell 63:827-834). The 3' untranslated region of 

20 the predicted CFTR transcript comprises 21 nucleotides of linker sequence and 
approximately 10 nucleotides of synthetic BGH poly A additional signal. 

Although the activity of CFTTt can be measured by electrophysiological methods, it is 
relatively difficult to detect biochemically or immunocytochemically, particularly at low 
levels of expression (Gregory et al., cited supra; and Denning et al. (1992) 7. Cell Biol 

25 1 1 8:55 1-559). A high expression level reporter gene encoding the £ coli p galactosidase 
protein fused to a nuclear localization signal derived from the SV40 T-antigen was therefore 
constructed. Reporter gene transcription is driven by the powerful CMV early gene 
constitutive promoter. Specifically, the El region of wild type Ad2 between nucleotides 357- 
3498 has been deleted and replaced it with a 51 5 bp fragment containing the CMV promoter 
• 30 and a 3252 bp fragment encoding the p galactosidase gene. 

Regulatory Characteristics of the Elements of the AD2-ORF6/PGK-CFTR 

In general terms, the vector is similar to several earlier adenovirus vectors encoding 
CFTR but it differs in three specific ways from the Ad2/CFTR-1 construct. 

35 

PGK Promoter 

Transcription of CFTR is from the PGK promoter. This is a promoter of only 
moderate strength but because it is a so-called house keeping promoter we considered it more 
likely to be capable of long term albeit perhaps low level expression. It may also be less 
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likely to be subject to "shut-down" than some of the veiy strong promoters used in other 
studies especially with retroviruses. Since CFTR is not an abundant protein longevity of 
expression is probably more critical than high level expression. Expression from the PGK 
promoter in a retrovirus vector has been shown to be long lasting (Apperley et al. (1991) 
5 5foo</78:310-317). 

PQlyfrdenyfctiQn Signal 

Ad2-ORG6/PGK-CFTR contains an exogenous poly A addition signal after the CFTR 
coding region and prior to the protein IX coding sequence of the Ad2 El region. Since 

1 0 protein is believed to be involved in packaging of virions, this coding region was retained. 
Furthermore, since protein IX is synthesized from a separate transcript with its own promoter, 
to prevent possible promoter occlusion at the protein IX promoter, the BGH poly A addition 
signal was inserted. There is indirect evidence that promoter occlusion can be problematic in 
that Ad2/CMV pGal grows to lower viral titers on 293 cells than does Ad2/Pgal- 1 . These 

1 5 constructs are identical except for the promoter used for p galactosidase expression. Since 
the CMV promoter is much stronger than the El a promoter it is probable that abundant 
transcription from the CMV promoter through the p galactosidase DNA into the protein IX 
coding region reduces expression of protein IX from its own promoter by promoter occlusion 
and that this is responsible for the lower titer of Ad2/CMV-pgal obtained. 

20 

Alterations Q f the E4 Region 

A large portion of the E4 region of the Ad2 genome has been deleted for two reasons. 
The first reason is to decrease the size of the vector used or expression of CFTR. Adenovirus 
vectors with genomes much larger than wild type are packaged less efficiently and are 
25 therefore difficult to grow to high titer. The combination of the deletions in the El and E4 
regions in Ad2-ORF6/PGK-CFTR reduce the genome size to 101% of wild type. In practice 
it is straightforward to prepare high titer lots of this virus. 

The second reason to remove E4 sequences relates to the safety of adenovirus vectors. 
A goal of these studies is to remove as many viral genes as possible to inactive the Ad2 virus 
' 30 backbone in as many ways as possible. The OF 6/7 gene of the E4 region encodes a protein 
that is involved in activation of the cellular transcription factor E2-F which is in turn 
implicated in the activation of the E2 region of adenovirus (Hemstrom et al. (1991) J. Virol 
65:1440-1449). Therefore removal of ORF6/7 from adenovirus vectors may provide a further 
margin of safety at least when grown in non-proliferating cells. The removal of the El region 
35 already renders such vectors disabled, in part because El a, if present, is able to displace E2-F 
from the retinoblastoma gene product, thereby also contributing to the stimulation of E2 
transcription. The ORF6 reading frame of Ad2 was added back to the E1-E4 backbone of the 
Ad2-ORF6/PGK-CFTR vector because ORF6 function is essential for production of the 
recombinant virus in 293 cells. ORF6 is believed to be involved in DNA replication, host 
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cell shut off and late mRNA accumulation in the normal adenovirus life cycle. The E1-E4- 
ORF6 + backbone Ad2 vector does replicate in 293 cells. 

The promoter/enhancer use to drive transcription of ORF6 of E4 is the endogenous E4 
promoter. This promoter requires El a for activation and contains El a core enhancer 
5 elements and SP1 transcription factor binding sites (reviewed in Berk, A.J. (1986) Ann. Rev. 
Genet 20:75-79). 

Replication Origin 

The only replication origins present in Ad2-ORF6/PGK-CFTR are those present in 
1 0 the Ad2 parent genome. Replication of Ad2-ORF6/PGK-CFTR sequences has not been 
detected except when complemented with wild type El activity. 

Steps Used to Derive the PNA Construct 

Construction of the recombinant Ad2-ORF6/PGK-CFTR virus was accomplished by 

1 5 in vivo recombination of Ad2-ORF6 DNA and a plasmid containing the 5' 1 0.7 kb of 
adenovirus engineered to have an expression cassette encoding the human CFTR cDNA 
driven by the PGK promoter and a BGH poly A signal in place of the El coding region. 

The generation of the plasmid, pBRAd2/PGK-CFTR is described here. The starting 
plasmid contains an approximately 7.5 kb insert cloned into the Clal and BamHI sites of 

20 pBR322 and comprises the first 10,680 nucleotides of Ad2 with a deletion of the Ad2 
sequences between nucleotides 356 and 3328. This plasmid contains a CMV promoter 
inserted into the Clal and Spel sites at the region of the El deletion and is designated 
pBRAd2/CMV. The plasmid also contains the Ad2 5* ITR, packaging and replication 
sequences and El enhancer. The El promoter, Ela and most of Elb coding region has been 

25 deleted. The 3' terminal portion of the Elb coding region coincides with the pK promoter 
which was retained. The CMV promoter was removed and replaced with the PGK promoter 
as a Clal and Spel fragment from the plasmid PGK-GCR. The resulting plasmid, 
pBRAd2/PGK, was digested with Avrll and BstBl and the excised fragment replaced with the 
Spel to BstBI fragment from the plasmid construct pAd2Ela/CFTR This transferred a 

30 fragment containing the CFTR cDNA, BGH poly A signal and the Ad2 genomic sequences 
from 3327 to 1 0,670. The resulting plasmid is designated pBRAd2/PGK-CFTR. The CFTR 
cDNA fragment was originally derived from the plasmid pCMV-CFTR-936C using 
restriction enzymes Spel and Ecll36II . pCMV-CFTR-936C consists of a minimal CFTR 
cDNA encompassing nucleotides 123-4622 of the published CFTR sequence cloned into the 

35 multiple cloning site of pRC/CMV (Invitrogen Corp.) using synthetic linkers. The CFTR 
cDNA within this plasmid has been completely sequenced. 

The Ad2 backbone virus with the E4 region that expresses only open reading frame 6 
was constructed as follows. A DNA fragment encoding ORF6 (Ad2 nucleotides 34082- 
33178) was derived by PCR with ORF6 specific DNA primers. Additional sequences 
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supplied by the oligonucleotides include cloning sites at the 5 ! and 3 1 ends of the PCR 
fragment. (Clal and BamHI respectively) and a poly A addition sequence AATAAA at the 3' 
end to ensure correct polyadenylation of ORF6 mRNA. The PCR fragment was cloned into 
pBluescript (Stratagene) along with an Ad2 fragment (nucleotides 35937-35577) containing 
5 the inverted terminal repeat, E4 promoter, E4 mRNA cap sites and first 32-37 nucleotides of 
E4 mRNA to create pORF6. A Sall- BamHI fragment encompassing the ITR and ORF6 was 
used to replace the Sall - BamHI fragment encompassing the ITR and E4 deletion in pAdAE4 
contains the 3* end of Ad2 from a 5pel site to the 3 r ITR (nucleotides 27123-35937) and is 
deleted for all E4 sequences including the promoter and poly A signal (nucleotides 32815- 
10 35641). The resulting construct, pAdE40RF6 was cut with Pad and ligated to Ad2 DNA 
digested with Pad nucleotide 28612). 293 cells were transfected with the ligation reaction to 
generate virus containing only open reading frame 6 from the E4 region. 



In Vitro Studies with Ad2-ORF6/PGK-CFTR 

1 5 The ability of Ad2-ORF6/PGK-CFTR to express CFTR in several cell lines, including 

human HeLa cells, human 293 cells, and primary cultures of normal and CF human airway 
epithelia was tested. As an example, the results from the human 293 cells is related here. 
When human 293 cells were grown on culture dishes, the vector was able to transfer CFTR 
cDNA and express CFTR as assessed by immunoprecipitation and by functional assays of 

20 halide efflux. Gregory, RJ. et al. (1990) Nature 347:382-386; Cheng, S.H. et al. (1990) Cell 
63:827-834. More specifically, procedures for preparing cell lysates, immunoprecipitation of 
proteins using anti-CFTR antibodies, one-dimensional peptide analysis and SDS- 
polyacrylamide gel electrophoresis were as described by Cheng et al. Cheng, S.H. et al. 
(1990) Cell 63:827-834. Halide efflux assays were performed as described by Cheng, S.H. et 

25 al. (1991) Cell 66:1027-1036. cAMP-stimulated CFTR chloride channel activity was 
measured using the halide sensitive fluorophore SPQ in 293 cells treated with 500 IU/cell 
Ad2-ORF6/PGK-CFTR. Stimulation of the infected cells with forskolin (20 jiM) and IBMX 
(100 jxm) increased SPQ fluorescence indicating the presence of functional chloride channels 
produced by the vector. 

30 Additional studies using primary cultures of human airway (nasal polyp) epithelial 

cells (from CF patients) infected with Ad2-ORF6/PGK-CFTR demonstrated that Ad2- 
ORF6/PGK-CFTR infection of the nasal polyp epithelial cells resulted in the expression of 
cAMP dependent CI" channels. Figure 35 is an example of the results obtained from such 
studies. Primary cultures of CF nasal polyp epithelial cells were infected with Ad2- 

35 ORF6/PGK-CFTR at multiplicities of 0.3, 3, and 50. Three days post infection, monlayers 
were mounted in Ussing chambers and short-circuit current was measured. At the indicated 
times: (1) 10 amiloride, (2) cAMP agonists (10 jiM forskolin and 100 \xM IBMX), and 
(3) 1 mM diphenylamine-2-carboxylate were added to the mucosal solution. 
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In Vivo Stymies with Ad^-ORFC/P OK- CFTO 
Virus preparation 

Two preparations of Ad2-ORF6/PGK-CFTR virus were used in this study. Both were 
5 prepared at Genzyme Corporation, in a Research Laboratory. The preparations were purified 
on a CsCl gradient and then dialyzed against tris-buffered saline to remove the CsCl. The 
preparation for the first administration (lot #2) had a titer of 2 x 1 0 1 0 IU/ml. The preparation 
for the second administration (lot #6) had a titer of 4 x 10^ IU/ml. 

10 Animate 

Three female Rhesus monkeys, Macaca mulatto, were used for this study. Monkey C 
(#20046) weighed 6.4 kg. Monkey D (#20047) weighed 6.25 kg. Monkey E (#20048) 
weighed 10 kg. The monkeys were housed in the University of Iowa at least 360 days before 
the start of the study. The animals were maintained with free access to food and water 

1 5 throughout the study. The animals were part of a safety study and efficacy study for a 
different viral vector (Ad2/CFTR-1) and they were exposed to 3 nasal viral instillation 
throughout the year. The previous instillation of Ad2/CFTR-1 was performed 116 days prior 
to the initiation of this study. All three Rhesus monkeys had an anti-adenoviral antibody 
response as detected by ELISA after each viral instillation. There are no known contaminants 

20 that are expected to interfere with the outcome of this study. Fluorescent lighting was 
controlled to automatically provide alternate light/dark cycles of approximately 12 hours 
each. The monkeys were housed in an isolation room in separate cages. Strict respiratory 
and body fluid isolation precautions were taken. 

25 Virus admiristrfttipn 

For application of the virus, the monkeys were anesthetized by intramuscular injection 
of ketamine (15 mg/kg). The entire epithelium of one nasal cavity in each monkey was used 
for this study. A foley catheter (size 10) was inserted through each nasal cavity into the 
pharynx, the balloon was inflated with a 2-3 ml of air, and then pulled anteriorly to obtain a 

30 tight occlusion at the posterior choana. The Ad2-ORF6/PGK-CFTR virus was then instilled 
slowly into the right nostril with the posterior balloon inflated. The viral solution remained 
in contact with the nasal mucosa for 30 min. The balloons were deflated, the catheters were 
removed, and the monkeys were allowed to recover from anesthesia. 

On the first administration, the viral preparation had a titer of 2 x 1 0* 0 IU/ml and 

35 each monkey received approximately 0.3 ml. Thus the total dose applied to each monkey 
was approximately 6.5 x 10^ IU. This total dose is approximately half the highest dose 
proposed for the human study. When considered on a IU/kg basis, a 6 kg monkey received a 
dose approximately 3 times greater that the highest proposed dose for a 60 kg human. 
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Timing of evaluations. 

The animals were evaluated on the day of administration, and on days 3, 7, 24, 38, 
and 44 days after infection. The second administration of virus occurred on day 44. The 
monkeys were evaluated on day 48 and then on days 55, 62, and 129. 
5 For evaluations, monkeys were anesthetized by intramuscular injection of ketamine 

(15 mg/kg). To obtain nasal epithelial cells after the first viral administration, the nasal 
mucosa was first impregnated with 5 drops of Afiin (0.05% oxymetazoline hydrochloride, 
Schering-Plough) and 1 ml of 2% Lidocaine for 5 minutes. A cytobrush was then used to 
gently rub the mucosa for about 3 sec. To obtain pharyngeal epithelial swabs, a cotton-tipped 
1 0 applicator was rubbed over the back of the pharynx 2-3 times. The resulting cells were 
dislodged from brushes or applicators into 2 ml of sterile PBS. After the second 
administration of Ad2-ORF6/PGK-CFTR, the monkeys were followed clinically for 3 weeks, 
and mucosal biopsies were obtained from the monkeys medial turbinate at days 4, 1 1 and 1 8. 

15 Aoiffial evaluation, 

Animals were evaluated daily for evidence of abnormal behavior of physical signs. A 
record of food and fluid intake was used to assess appetite and general health. Stool 
consistency was also recorded to check for the possibility of diarrhea. At each of the 
evaluation time points, rectal temperature, respiratory rate, and heart rate were measured. 

20 The nasal mucosa, conjuctivas and pharynx were visually inspected. The monkeys were also 
examined for lymphadenopathy. 

Hematology and serum chemistry 

Venous blood from the monkeys was collected by standard venipuncture technique. 
25 Blood/serum analysis was performed in the clinical laboratory of the University of Iowa 
Hospitals and Clinics using a Hitatchi 737 automated chemistry analyzer and a Technicom 
H6 automated hematology analyzer. 

Serology 

30 Sera from the monkeys were obtained and anti-adenovirai antibody titers were 

measured by ELISA. For the ELISA, 50 ng/well of killed adenovirus (Lee Biomolecular 
Research Laboratories, San Diego, Ca) was coated in 0.1 M NaHCC>3 at 4° C overnight on 96 
well plates. The test samples at appropriate dilutions were added, starting at a dilution of 
1/50. The samples were incubated for 1 hour, the plates washed, and a goat anti-human IgG 

35 HRP conjugate (Jackson ImmunoResearch Laboratories, West Grove, PA) was added for 1 
hour. The plates were washed and O-Phenylenediamine (OPD) (Sigma Chemical Co., St. 
Louis, MO) was added for 30 min. at room temperature. The assay was stopped with 4.5 M 
H2SO4 and read at 490 nm on a Molecular Devises microplate reader. The titer was 
calculated as the product of the reciprocal of the initial dilution and the reciprocal of the 
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dilution in the last well with an OD>0.100. Nasal, washings from the monkeys were obtained 
and anti-adenoviral antibody titers were measured by ELISA, starting at a dilution of 1/4. 

Nasal Wa$hing$ t 

5 Nasal washings were obtained to test for the possibility of secretory antibodies that 

could act as neutralizing antibodies. Three ml of sterile PBS was slowly instilled into the 
nasal cavity of the monkeys, the fluid was collected by gravity. The washings were 
centrifuged at 1000 RPM for 5 minutes and the supernatant was used for anti-adenoviral, and 
neutralizing antibody measurement. 

10 

Cytology 

Cells were obtained from the monkey's nasal epithelium by gently rubbing the nasal 
mucosa for about 3 seconds with a cytobrush. The resulting cells were dislodged from the 
brushes into 2 ml of PBS. The cell suspension was spun at 5000 rpm for 5 min. and 
1 5 resuspended in 293 media at a concentration of 1 0^ cells/ml. Forty ul of the cell suspension 
was placed on slides using a Cytospin. Cytospin slides were stained with Wright's stain and 
analyzed for cell differential using light microscopy. 

Culture for Ad3-QRF6/PFK-CFTR 

20 To assess for the presence of infectious viral particles, the supernatant from the nasal 

brushings and pharyngeal swabs of the monkeys were used. Twenty-five jxl of the 
supernatant was added in duplicate to 293 cells. 293 cells were used at 50% confluence and 
were seeded in 96 well plates. 293 cells were incubated for 72 hours at 37°C, then fixed with 
a mixture of equal parts of methanol and acetone for 1 0 min and incubated with an FITC 

25 label anti-adenovirus monoclonal antibodies (Chemicon, Light Diagnostics, Temecuca, Ca) 
for 30 min. Positive nuclear immunofluorescence was interpreted as positive culture. 

Immunocvtochemistrv for the detection of CFTR. 

Cells were obtained by brushing. Eighty \i\ of cell suspension were spun onto gelatin- 

30 coated slides. The slides were allowed to air dry, and then fixed with 4% paraformaldehyde. 
The cells were permeabilized with 0.2 Triton-X (Pierce, Rockford, II) and then blocked for 60 
minutes with 5% goat serum (Sigma, Mo). A pool of monoclonal antibodies (Ml 3-1, Ml -4, 
and M6-4) (Gregory et al., (1990) Nature 347:382-386); Denning et al., (1992) J. Cell Biol. 
1 18:(3) 551-559); Denning et al., (1992) Nature 358:761-764) were added and incubated for 

35 12 hours. The primary antibody was washed off and an antimouse biotinylated antibody 
(Biomeda, Foster City, Ca) was added. After washing, the secondary antibody, streptavidin 
FITC (Biomeda, Foster City, Ca) was added and the slides were observed with a laser 
scanning confocal microscope. 
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Biopsies 

To assess for histologic evidence of safety, nasal medial turbinate biopsies were 
obtained on day 4, 1 1 and 1 8 after the second viral administration as described before 
(Zabner et al (1 993) Human Gene Therapy, in press). Nasal biopsies were fixed in 4% 
5 formaldehyde and H&E stained sections were reviewed. 

RESULTS 

Studies of efficacy, 

1 0 To directly assess the presence of CFTR, cells obtained by brushing were plated onto 

slides by cytospin and stained with antibodies to CFTR. A positive reaction is clearly evident 
in cells exposed to Ad2-ORF6/PGK-CFTR. The cells were scored as positive by 
immunocytochemistry when evaluated by a reader blinded to the identity of the samples. 
Cells obtained prior to infection and from other untreated monkeys were used as negative 

1 5 controls. Figures 36A-36D, 37A-37D, and 38A-38D show examples from each monkey. 



Studio of gjifefr 

None of the monkeys developed any clinical signs of viral infections or inflammation. 

20 There were no visible abnormalities at days 3, 4, 7 or on weekly inspection thereafter. 

Physical examination revealed no fever, lymphadenopathy, conjunctivitis, coryza, tachypnea, 
or tachycardia at any of the time points. There was no cough, sneezing or diarrhea. The 
monkeys had no fever. Appetites and weights were not affected by virus administration in 
either monkey. The data are summarized in Figures 39A-39C. 

25 The presence of live virus was tested in the supernatant of cell suspensions from 

swabs and brushes from each nostril and the pharynx. Each supernatant was used to infect 
the virus-sensitive 293 cell line. Live virus was never detected at any of the time points. The 
rapid loss of live virus suggests that there was no viral replication. 

The results of complete blood counts, sedimentation rate, and clinical chemistries are 

30 shown in Figure 40A-40C. There was no evidence of a systemic inflammatory response or 
other abnormalities of the clinical chemistries. 

Epithelial inflammation was assessed by cytological examination of Wright-stained 
cells (cytospin) obtained from brushings of the nasal epithelium. The percentage of 
neutrophils and lymphocytes from the infected nostrils were compared to those of the control 

35 nostrils and values from four control monkeys. Wright stains of cells from nasal brushing 
were perfonned on each of the evaluation days. Neutrophils and lymphocytes accounted for 
less than 5% of total cells at all time points. The data are shown in Figure 41 . The data 
indicate that administration of Ad2-ORF6/PGK-CFTR caused no change in the distribution 
or number of inflammatory cells at any of the time points following virus administration, 
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even during a second administration of the virus. The biopsy slides obtained after the second 
Ad2-ORF6/PGK-CFTR administration were reviewed by an independent pathologist, who 
found no evidence of inflammation or any other cytopathic effects. Figures 42 to 44 show an 
example from each monkey. 
5 Figures 45A-45C shows that all three monkeys had developed antibody titers to 

adenovirus prior to the first infection with Ad2-ORF6/PGK-CFTR (Zabner et al. (1993) 
Human Gene Therapy (in press)). Antibody titers measured by ELISA rose within one week 
after the first and second administration and peaked at day 24. No anti-adenoviral antibodies 
were detected by ELISA or neutralizing assay in nasal washings of any of the monkeys. 
10 These results combined with demonstrate the ability of a recombinant adenovirus 

encoding CFTR (Ad2-ORF6/PGK-CFTR) to express CFTR cDNA in the airway epithelium 
of monkeys. These monkeys have been followed clinically for 12 months after the first viral 
administration and no complications have been observed. 

The results of the safety studies are encouraging. No evidence of viral replication was 

1 5 found; infectious viral particles were rapidly cleared. The other major consideration for 
safety of an adenovirus vector in the treatment of CF is the possibility of an inflammatory 
response. The data indicate that the virus generated an antibody response, but despite this, no 
evidence of a systemic or local inflammatory response was observed. The cells obtained by 
brushings and swabs were not altered by virus application. Since these Monkeys had been 

20 previously exposed three times to Ad2/CFTR- 1 , these data suggest that at least five 
sequential exposures of airway epithelium to adenovirus does not cause a detrimental 
inflammatory response. 

These data indicate that Ad2-ORF6/PGK-CFTR can effectively transfer CFTR cDNA 
to airway epithelium and direct the expression of CFTR. They also indicate that transfer and 

25 expression is safe in primates. 

Equivalents 

Those skilled in the art will recognize, or be able to ascertain using no more than 
routine experimentation, many equivalents of the specific embodiments of the invention 
. 30 described herein. Such equivalents are intended to be encompassed by the following claims. 
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Tabl e" XI 

10 20 30 40 • 50 60 

CATCATCAAT AATATACCTT ATTTTGGATT GAACCOATA TCATAATGAGf CGGGTGGAGT 
GTAGTAGTTA TTATATGGAA TAAAACCTAA CTTCGGTTAT ACTATTA CTC ^CCCCACCTCA 
INVERTED TERMINAI. REPETXTICN-OJUGIM OF REPLICATION . 60> 

70 80 90 WO. 110 120 

TTGTGACGTG GCGCGGGOCC TGGGAACGGG CCGGGTOACG TACTAGTCTG ^GAAGTGT 
AACACTGCAC CGCGCCCCGC ACCCTTGCCC CGCCCApTGC ATCATCACAC CGCCTTCACA 
INVERTED TERMINAL, REPETITION -ORIGIK OF R > 

130 140 350 160 * ' 170 X80 

.GATGTTGCAA GTGTGGCGGA ACACATGTAA GCGCCGGATG TGCTAAAAGT GACGTTTTTG 
CTACAACGTT CACACCGCCT TGTGTACATT CGCGGCCTAC ACCATTTTCA CTGCAAAAAC 

v ' 190 200 210 220 23t>* 240 

GTOTGCGCCG GTGTATACGG GAAGTGACAA TTTTCGCGCG (HTITa^G ^TCTTCTAG 
CACACGCGGC CACATATGCC CTTCACTGTT AAAAGCGCGC CAAAATCCGC CXACAACATC 
b E 1A ENHANCED AND VIRAL PACKAGING DOMAIN 50_> 

250 260 270 280 290 3 00 

TAAATTTGGG CGTAACCAAG TAATGTTTGG CCATTTTCGC GGGAAAACTG AATAAGAGGA 
ATTTAAACCC GCATTGGTTC ATTACAAACC GGTAAAAGCG C ^^^^ iTlC ^^ 
60J6JE1A ENHANCER AND VIRAL PACKAGING DOMAIN_0Jb. UO_> 

310 320 330 340 350 * 360 

AGTGAAATCT GAATAATTCT GToTTACTCA TAGCGCGTAA TATTTGTCTA GGGCCGCGGG 
TCACTTTAGA CTTATTAAGA CACAATGAGT ATCGCGCATT ATAAACAGAT CCCGGCGCCC 
120_b_ElA ENHANCER AND VIRAL PACKAGING DOMAIN_0_b 170_> 

370 380 350 400 410 420 

GACTTTGACC GTTTACGTGG AGACTCGCCC AGGTGTTTTT CTCAGGTGTT TTCCGCGTTC 
CTGAAACTGG CAAATGCACC TCTGAGCGGG TCCACAAAAA GAGTCCACAA AAGGCGCAAG 

E1A ENHANCER A_90_> 

_ c 10_E1A PROMOTER REGIC!*_0_C 4 0_> 

420 440 450 <60 470 480 

CGGGTCAAAG TTG3CGTTT7 A77A7TATAG TCACCTGACC CGCAGTGTAT TTATACCCGG 
GCCCAGT7TC AACCGCAAAA 7AATAATA7C AGTCGACTGC GCGTCACA7A AATATGGGCC 
50_c 60_I1A PROMOTER R£GION_c_ 90_C 10C_> 

co 0 500 520 520 5^? 5< Z 

TG-.GTTCCTC AAGAGGCCAC 7CTTGAGTGC CAGCGAC7AG AGTTTTCTCC TCCGAGCCGC 
■ACTCA*GG»G t^CTCCGGTG AGAACTCACG GTCGCTTCATC TCAAAAGAGG AGGCTCGGCG 

h hybrid eia-cft message > 

E1A PROMOTER _12C> 

o 1*?J^ 5* UOTR*NSLATED_c 40 > 

S50 560 570 580 590 £C Z 

TCCGAGCTAG TAACGGCCGC OvGTGTC-CTG CAGATATCAA AGTCGACGGT ACCCGAGAGA 
AGGCTCGATC ATTGCCGGCG GTCACACGAC GTCTATAGTT TCAGCTGCCA TGGGCTCT ~ 
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.HYBRID E1A-CFTR-E1B MESSAGE 



_e 10_JSYNIHETIC L3MKER SEQUENCES 40. 



JL30> 



610 



620 



630 



640 



650 



660 



CCATGCAGAG CTCGCCTCTC GAAAAGGCCA GCGTTGTCTC CJAACTTTTT TTCA^TGGA 
GGTACGTCTC CAGCGGAGAC CTTTTCGGGT CGCAACAGAC GTTTGAAAAA AAGTCGACCT 
M 0 R- S P I* EKA SVVS KL F F S W> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDOCTAMCE • REGULATOR; COD > 

h H YBRID E1A-CFTR-E1B MESSAGE ft. 



„140i_ 



.123 TO 4622 OF HUMAN CFTR CENA 180j 190> 



670 



680 



690 



700 



710 



720 



CCAGACCAAT TTTGAGGAAA GGATACAGAC AGCGCCTGGA ATTGTCAGAC ATATACCAAA 
GGTCTGGTTA AAACTCCTTT CCTATGTCTG TCGCGGACCT TAACAGTCTG TATATCGTTT 
T R\P I LRK C Y R Q R L E L S D X V Q» 

_.CVSTIC FIBROSIS TRANSMEMBRANE. OONEOCTANCE REGULATOR; COD0-* > 

jj HYBRID £1A-CFTR"£1B' MESSAGE b > 



-200i_ 



.123 TO 4622 OF HUMAN CFTR CENA 240: 



730 



740 



750 



760 



770 



*5_0> 
780 



TCCCTTCTCT TGATTCTGCT GACAATCTAT CTGAAAAATT GGAAAGAGAA TGGGATAGAG 
AGGGAAGACA ACTAAGACGA CTGTXAGATA GACTTTTXAA CCTTTCTCTT ACCCTATCTC 
IF S V PSA DN L SEKL ERE WDR> 

_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODCN > 

J, HYBRID E1A-CPTR-E1B M ESSA GE , h ; > 



-260i_ 



n j A* f\ 1 i^itT » — ■ ■ — 

"l23 TO 4622 OF HUMAN CFTR CENA 300i_ 



_J310> 



790 



800 



810 



820 



830 



840 



AGCTGGCTTC AAAGAAAAAT CCTAAACTCA TTAATGCCCT TCGGCGATGT TTTTTCTGGA 
TCGACCGAAG TTTCTTTTTA GGATTTGAGT AATTACGGGA AGCCGCTACA AAAAAGACCT 
ELAS KKN PKL INAL RRC F F W> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h ^HYBRID E1A-CFTR-E1B MESSAGE h > 



.32 0i_ 



JL23 TO 4622 OF HUMAN CFTR CENA 360i_ 



_370> 



850 



>60 



870 



860 



890 



900 



GATTTATGTT CTATGGAATC TTTTTATATT 7AGGGGAAGT CACCAAAGCA GTACAGCCTC 
CTAAATACAA GA7ACCTTAG AAAAATATAA ATCCCCTTCA GTGGTTTCGT CATGTCGGA.G 
R F M F Y G I FLY "L G E V T K A V Q 

CYSTIC FIBROSIS TRAl^SKEhSRAlvE COK'DUCTANCE REGULATOR ; CODON" > 

* n HYBRID E2A-CFTR-E13 MESSAGE h > 



_380i 



123 TO 4622 OF HUMAN CFTR CD1^_ 



420i_ 



_430> 



910 



920 



920 



940 



950 



950 



TCTTACTGGG AAGAATCATA GCTTCCTATC ACCCGGATAA CAAGGAGGAA CGCTCTATC G 
AGAATGACCC TTCTTAGTAT CGAAGGATAC TGGGCCTATT GTTCCTCCTT GCGAGATAGC 
LLL G R I I ASY DPDW K E E RSI> 

CYSTIC FIBROSIS TRANSMI--3R.-_*E COIJDUCTANCE REGULATOR ; CODON > 

h HYBRID E1A-CFTR-E1B MESSAGE h > 



970 



.123 TO 4 622 0? HUMAN CFTR CDMA 4 80; 

980 990 1000 1010 



1020 



CGATTTATCT AGGCATAGGC TTA.TGCCTTC TCTTTATTCT GAGGACACTC CTCCTAC_-.EC 



03 
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GCTAAATAGA TCCCTATCCG AATACGGAAG AGAAATAACA CTCCTGTGAC CAGGA.TGTCG 
A I V L GIG L C L. L.F I 1 KJ "I. £t 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR. tUWN ^ 

h H YBRID E1A-CFTR-E1B M^SAGE —-ft ■ > 

500i 123 TO 4622 OF HUMAN CFTR CENA 540a SS0> 

1030 1040 10S0 1060 1070 1080 

CAGCCATTTT TGGCCTICAT CACATTGGAA TC^GATGAG MTAGCTATG ^AGTTTGA 

gtSaaaa ACCGGAAGTA gtgtaacctt acgtctactc ttatcgatac aaatcaaact 

P A I F G LH H1G MQMR * A w * » i-> 

*" CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGOIATOR; CODOU _> 

h H YBRID E1A-CFTR-E1B MESSAGE — » — _> 

560i 1 23 TO 4622 OF HUMAN CFTR CENA -600a 610> 

1090 1100 1110 1120 H30 1140 

TTTATAAGAA GACTTTAAAG CTGTCAAGCC GTGTTCTAGA TAAAATAACT ATTCGACAAC 
AAATATTCTT CTGAAATTTC GACAGTTCGG CACAAGATCT ATTTTATTCA TAACCTGTTG 
I VKK T Is K L S S . R- V X. D KIS IGQ> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

■ h ■ H YBRID E1A-CFTR-E1B MESSAGE __h > 

6 20 5 12 3 TO 4622 OF HUMAN CFTR CDNA__: 660a : 67 0> 

1150 il60 U70 1180 ' ■ 1190 1200 

TTGTTAGTCT CCTTTCCAAC AACCTGAACA AATTTGATGA AGGACTTGCA TTGGCACATT 
AACAATCAGA GGAAAGGTTG TTGGACTTGT TTAAACTACT TCCTGAACGT AACCGTGXAA 
LVSL LSN N I> H KFDE GLA Li A H> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

" ~~ jj HYBRID E1A-CFTR-S1B MESSAGE h_ 



TftQ ji 1 23 TO 4622 OF HUMAN CFTR CENA ?20i 73 0> 



1210 1220 1230 1240 1250 1260 

TCGTGTGGAT CGCTCCTTTG CAAGTGGCAC TCCTCATGGG GCTAATCTGG GAGTTGTTAC 
AGCACACCTA GCGAGGAAAC GTTCACCGTG AGGAGTACCC CGATTAGACC CTCAACAATG 
F V W I APL Q V A LL MG LIW E L L> 

_CYSTIC FI3R0SIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h K Y3RIP E1A-CFTR-E1B MESSAGE h > 

740i 123 TO 4622 OF HUMAN CFTR CDNA 780i 790> 

1270 1230 1290 1300 1310 1320 

* 

— , ^—.^^.^^v r ^ Tf:r r ^ t ^p tgATAGTCCT TGCCCTTTTT CAGGCTGGGC 

TCCGCAGACG GAAGACACCT GAACCAAAGG ACTATCAGGA ACGGGAAAAA GTCCG-.CZCG 
OAS A FCG LGF L I V L A X. F Q A G> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h HYBRID E1A -CFTR-E1B MESSAGE [ h > 

800i 123 TO 4 622 Or HUKAN CFTR CENA 840£ 8 50> 

1330 1340 1350 1360 1370 1380 

TAGGGAGAAT GATGATGAAG TACAGAGATC AGAGAGCTGG GA^GATCAGT GAAAGACTTG 
ATCCCTCTTA CTACTACTTC ATGTCTCTAG TCTCTCGACC CTTCTAGTCA CTTTCTGA-AC 
L G R M MMK YRDQRAC KIS E R L,> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR ; CODON > 

_h KY3RID E1A-CFTR-E1B MESSAGE h > 

860i 123 TO 4622 OF HUMAN CFTR CDNA 900i 9I0> 

1390 1400 1410 1< 20 1430 1440 
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TGATTACCTC AGAAATGATT GAAAACATCC AATCTGTTAA CGCATACTCC TCXS UAGAA Q 
ACTAATGGAG TCTTTACTAA CTTTTCTAGC 7TAGACAATT CCGTATGACG ACCCTTCTIX: 
V I TS EMI E N I Q S V K A. Y C WE E> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODO^ > 

fa H YBRXD E1A-CFTR-E1B MESSAGE £ — > 

920i 123 TO 4622 OF HUKAN CFTR CENA 960i__ 970> 

1450 1460 1470 1480 1490 1500 

CAATCGAAAA AATGATTGAA AACTTAAGAC AAACAGAACT GAAACTGACT CGGAAGGCAG 
GTTACCTTTT • TTACTAACTT TTGAATTCTG TTTGTCTTGA CTTTGACTGA GCCTTCCGTC 
AMEK MIE MLR Q T S L K V T R X A> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODO*__> 

h H YBRID E1A-CFTR-E1B MESSAGE ^ 

980i 123 TO 4622 OF HUMAN CFTR CDNA__1020i :1030> 

1510 1520 1530 1540 1550 1560 

CCTATCTGAG ATACTTCAAT AGCTCAGCCT UlTiCTTCTC AGGGTTCTTT GTGGTGTTTT 
GGATAGACTC TATGAAGTTA TCGAGTCGGA AGAAGAAGAG TCCCAAGAAA CACCACAAAA 
A YVR YFN SSA FFFS G FF VVF> 
_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODQN > 

h HYBRID E1A-CFTR-E1B MESSAGE. h = > 

1040 i 12 3 TO 4622 OF HUMAN CFTR CENA 1080a 1090> 

1570 1580 1590 1600 1610 1620 

TATCTGTGCT TOCCTATGCA CXAATCAAAG GAATCATCCT CCG GAAAAT A TTC\CCACCA 
ATAGACACGA AGGGATACGT GATTAGTTTC CTTAGTAGGA GGCCTTTTAT AAGTGGTGGT 
L S VL PYA L I K G X X L .K X X FTT> 

_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CGDON > 

h HYBRID E1A-CFTR-E1B MESSAGE h > 

. ilQOi 123 TO 4622 OF HUMAN CFTR CENA 114 Oi .115 0> 

1630 1640 1650 1660 1670 1 68 0 

TCTCATTCTG CATTGTTCTG CGCATGGCGG TCACTCGGCA ATTTCCCTGG GCTGTACAAA 
AGAGTAAGAC GTAACAAGAC GCGTACCGCC AGTGAGCCGT TAAAGGGACC CGACATGTTT 
ISFC IVL R M A VTRO FPW AVQ> 

CYSTIC FI3R0SIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h H YBRID E1A-CFTR-E13 MESSAGE h > 

11601 123 TO 4622 Or HUMAN CFTR CDNA_1200i 1210> 

i€?0 1700 -710 1720 1730 1740 

CA7GGTATGA C7C7C77GGA G ^AA.TAAACA A_-_-.7ACAGGA T7TCTTACAA AAGCAAGAA.T 
GTACCATAC7 GAGAGAACCT CGT7ATTTCT TTTATGTCCT AAAGAATGTT TTCG7TCTTA 
T W Y D S L G A I K K I Q D r L Q K Q -> 

CYSTIC FIBROSIS TRANSKH>SRAlvE CONDUCTANCE PECULATOR; CODON > 

k HYBRID ELA-C5TR-E13 MESSAGE h > 

1220i 123 TO 4 622 Or KUKAW CFTR CR^A 1260i 12." 1 ?- 

1750 1760 1770 1780 1790 1800 

A7AAGACATT GGAA7A7AAC 77A_*>CGAC7A CAGAAC7AGT GATGGAGAAT GTAACAGCCT 
7ATTCTGTAA CCTTATATTG AA7TGC7GAT CTCTTCATCA CTACCTCTTA CA.TTGTC C-G.A 
YKTL EYN LTT TEVV KEN V T A> 

_CYSTIC FIBROSIS TRANShOGRAKE CONDUCTANCE REGULATOR ; CODDK > 

j h *HY5?J:D E1A-CFTR-E13 KESSAGE h > 

1280i 123 TO 4622 07 KUKAN CFTR CEMA 1320i 133 C> 

1810 1S20 1£30 1840 1850 



WO 94/12649 



PCT/US93/11667 



-71- 

TCTGGSAGGA CGGATTTGGG GAATTATTTp AGAAAOCAAA ACWAACAAJ ^ATAGAA 

agaccctcct ccctaaaccc cttaatajac tctttoctit tgttitgtta ttotatctt 

FWE E CFC EL F E K A K Q N N N N R> 

CYSTIC FIBROSIS TRANSMEMBRANE CONEOCTANCE REGULATOR; CODON. > 

h HYBRID E1A-CFTR-E1B MESSAGE — -rV ^ 

134 O i 123TO 4622 OF HUMAN CFTR CENA 1380a 1390> 

1870 18B0 1B90 1900 ■ 1910 1920 

AAACTTCTAA TGGTGATGAC AGCCTCTICT T^AATTT CTCACTTCTT GCTACTCCTG 
TTTGAAGATT ACCACTACTG TCGCAGAAGA AGTCATTAAA GACTGAAGAA CCATGAG^AC 
KT SK GDD SLF F S N F S h L CT P> 

* • CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGOIATORi CODON. > 

_h HYBRID E1A-CFTR-E1B MESSAGE J} ; > 

HOOi 123 TO 4622 OF HUMAN CFTR CDMA 1440a 1450> 

% 1S30 1940 1950 I960 1970 - 1980 

TCCTGAAAGA TATTAATTTC AAGATA6AAA GAGGACAGTT CTTGGCGGTT GCTGGATCCA 
AGGACTTTCT ATAATTAAAG TTCTATCTTT CICCTGTCAA CAACCGCCAA CGACCTAGGT 
V LKD I NF X I E RCQL I. A V A G S> - 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

_k HYBRID E1A-CFTR-E1B MESSAGE- _; h_ 



-1460a. 



_123 TO 4622 OF HUMAN CFTR CDNA 1500a ; 1510> 



1990 2000 2010 2020 2030 2040 

CTGGAGCAGG CAAGACTTCA CTTCTAATGA TGATTATGGG AGAACTGGAG CCTTCAGAGG 
GACCTCGTCC GTTCTGAAGT GAAGATXACT ACTAATACCC TCTTGACCTC GGAAGTCTCC 
TGAG XTS LLMHIMG ELE F.S E> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON s 

" ' HYBRID E1A-CFTR-E1B MESSAGE h 



1520i 123 TO 4622 OF HUMAN CFTR CDNA 1560a 1570> 

2050 2 060 2070 2080 2090 2100 

w 

gtaaaattaa gcacagtgga agaatttcat tctgttctca gttttcctgg attatgcctg 

CATTTTAATT CGTGTCACCT TCTTAAAGTA AGACAAaiGT CAAAAGGACC TAATACGGAC 
GKIK HSG RISFCS0 FSW I K P> 

„_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

_Vj uypprp E1A-CFTE-E1B HESSAGE ' H 



> 



15S0i 123* TO 4622 CF HUK.W CFTR CDSyA 1620i i©30> 

2110 2120 2130 2140 2150 2150 

w 

GCACCATTAA AGAAAATATC ATCTTTGGTG TTTCCTATGA TGAATATAGA TACAGAAGCG 
CGTGGTAATT TCTTTTATAG TAGAAACCAC AAAGGATACT ACTTATATCT ATo i CTTCGC 
G t I K E N I I F G V S V D E Y R V R S> 

CYSTIC FI3R0SIS TRANSMEK5RAKE CONfDUCTAKCE EEGO^ATGR; CODON 

v» HYBRID E1A-CF7R-E13 HESSAGE h - 

1640i 123 TO 4622 OF HUMAN CFTR CVKA 1680i 16SO> 

2170 2ie0 2190 2200 2210 2220 

~CA~C.--AGC ATGCCAACTA GAAGAGGACA TCTCCAAGTT TGCAGAGAAA GACAATATA G 
>GTACTTTCG TACGGTTGAT CTTCTCCTGT AGAGGTTCAA ACGTCTCTTT CTGTTATATC 
V I 'k A COL E E D I S X F A E K D W I> 

CYSTIC FIBROSIS TRANSMIGRANT CONT>'JCTANCE REGULATOR; CODON > 

h HYBRID E1A-CFTR-E13 MESSAGE h > 

1700^ 123 TO 4622 OF HUMAN" CFTR CDNA 17401 115Z> 
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2230 2240 2250 2260 2270 2280 

TTCTTCGAGA AGGTGGAATC ACACTGAGTG GAGCTCAACG ACCAAGAATT T^T^AGCAA 
AAGAACCTCT TCCACCTTAG TGTCACTCAC CTCCAGTTCC TCGTTCTTAA «GAAATCGTT 
V L . G E GGI T L S G G Q R JL Ji, 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > • 

• h H YBRID E1A-CFTR-E1B MESSAGE _ — « > 

nfiO i . 1 23 TO 4622 OF HUMAN CFTR CXNA 1800i__ 1810> 

2290 2300 2310 2320 2330 2340 

GAGCA6TATA CAAAGATGCT GATTTGTATX TATTAGACTC TCCTTTTGGA TACCTAGATG 
CTCGTCATAT GTTTCTACGA CTAAACATAA ATAATCTGAG AGGAAAACCT ATGGATCTAC 
R A V Y K D A D L Y L L D S P F G Y L E» 

CYSTIC FIBROSIS TRANSMEMBRANE CCNDOCTANCE REGULATOR; CODON > 

• h • H YBRID ElA-OTR-ElB MESSAGE h > 

1820a 123 TO 4622 OF HUMAN CFTR CXNA 1860i 1870> 

2350 2360 2370 2380 2390 2400 

« * 
TTTTAACAGA AAAAGAAATA TTTGAAAGCT GTGTCTGTAA ACTGATGGCT AACAAAACTA 
AAAATTGTCT TTTTCTTTAT AAACTTTCGA CACAGACATT TGACTACCGA TTGTTTTGAT 
VLTE KEI FES CVC-X LMA KXT> 

_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODCN > 

jj HYBRID EiA-CFTR-ElB MESSAGE h > 

1 880i 123 TO 4622 OF HUMAN CFTR CENA 1920i 1930> 



2410 2420 2430 2440 2450 2460 

w i 

GGATTTTGGT CACTTCTAAA ATGGAACATT TAAAGAAAGC TGACAAAATA TTAATTTTGC 
CCTAAAACCA GTGAAGATTT TACCTTGTAA ATTTCTTTCG ACTGTTTTAT AATTAAAACG 
R I L V TSK MEH LKKA DXI LIL> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h H YBRID E1A-CFTR-E1B MESSAGE — — ^ — — > 

1940i 123 TO 4622 O? HUMAN CFTR CDMA 1980a 1990> 

2470 2480 2490 2500 2510 2520 

ATGAAGGTAG C^GCTATTTT TATGGGACAT TTTCAGAACT CCAAAATCTA CAGCCAGACT 
TACTTCCATC GTCGATAAAA ATACCCTCTA AAAGTCTTGA GGTTTTAGAT GTCGGTCTGA 
HEGS S Y F VGT F S E L QNL Q P D> 

CYSTIC FIBROSIS TRWSMEH3RANE COiJDOCTANCE REGULATOR; CODON > 

h HYBRID SIA-CFTR- El 3 MESSAGE h > 

2000i 123 TO 4622 Or HUMAN CFTR CDNA 2040i 2050> 

2530 2540 3550 2560 2570 2580 

TTAGCTCAAA ACTCATGGGA TGTGATTCTT TCGACCAATT TAGTGCA GAA AGAAGA^ATT 
AATCGAGTTT TGAGTACCCT ACACTAASAA AGCTGGTTAA ATCACCTCTT TCTTCTTTAA 
FSSK LKG CDS FDQF SAE R R N> 

CYSTIC FIBROSIS TRAhJSMEMERrivF CCirDUCTANCE REGULATOR; CODON- > 

hi ~HV3RID E1A-CFTR-E1B MESSAGE h > 

2060i 123 TO 4622 Or KUMfcN CFTR CEX4A 21001 2I10> 



2590 2600 2610 2620 2630 254G 

CAATCCTAAC TGAGACCTTA CACCGTTTCT- CATTAGA^GG AGATGCTCCT CTCTCCTGGA 
GTTAGGATTG ACTCTGGAAT GTGGCAA^GA GTAATCTTCC TCTACGAGGA CAGAGGACC7 
SI LT ETL H R ? SLEG DAP V S W> 

CYSTIC FIBROSIS TRANSMEMBRANE COhJDUCTANCS REGULATOR; CODON : 

h HYBRID E1A-C7TR-E1B MESSAGE 



_2i20i 123 TO 4622 O? HUMAN CFTR CEM-. 2l60i_ 
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2700 




2770 2780 " ~— ^ GAGAAGGCTG TCCTIAGTAC 

■m» -cg^ sssss sfVt c ffS 5 

Hybrid EiA-crm-^ «^ G ^^__ 2340 i 2350> 

jSTto 4622 OF HUMAN CFTR CW»« 



^ 2870 ; 2880 




2910 2920 *" 

ssss sssss ss» s~ «"*»sr 

20S:. — • 30 00 

,c 60 2510 

2S5 - crttfGW AGTG7CACTG GCCCCTCAG-G 
T rxrCGAAAG ACAACAGw-T <tz5£~<-IT TCACACTGAC CGGGG.-.« x s-C 

SSSSS aScrrrc TcrrcrccT, o^cn. Q> 

=^5* E"S ft-" crTR C^_23 2 0> 

2,80 3Q50 

3010 3020 3°^° ' 

r--r-T7XTC TCAAGAAACT G«>.i'^ 

c^c ^jagg; ^;Ic *c™* COiP*^: 

CTTTBMCTC ACTTGACCTA TA y ^ CO=C::_ 



2 530> 
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2S40i 123 TO 4622 OF HUMAN CFTR C3X0A-_25B0i 2590> 

3070 3080 3090 3100 3110. 3120 

TAAGTGAAGA AATTAACGAA GAAGACTTAA AGGAGTGCCT TTTTGATGAT ATGGAGAGCA 
ATTCACTTCT TTAATTGCTT CTTCTCAMT TCCTCACGGA AAAACTACTA TACCTCTCGT 
ISEE I N E EDL KECL FDD MES> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODOfrL _> 

h HYBPTn E1A-CFTR-E1B M ESSA GE h > 

26001 123 TO 4622 OF HUMAN CFTR CDMA ?640i 2650> 

3130 3140 3150 3160 • 3170 3180 

TACCAGCACT GACTACATGG AACACATACC TTCGATATAT TACTGTCCAC AAGAGCTTAA 
ATGGTCGTCA CTGATGTACC TTGTGTATGG AAGCTATATA ATGACAGGTG tfTCTCGAATT 
IPAV TTW NTY*I#RYI TVH K S L> 
CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; COD0N___> 

h HYBRID E1A-CFTR-E1B M ESSA GE h " > 

^2660i 123 TO 4622 OF HUMAN CFTR CENA 270,0i : 2710> 

3190 3200 3210 . % 3220 3230 3240 

* 

TTTTT GTGCT AATTTGGTCC TTAGTAATTT- TTCTGGCAGA GGTGGCTGCT TCTTTGGTTG 
AAAAACACGA TTAAACCACG AATCATTAAA AAGACCGTCT CCACCGACGA AGAAACCAAC 
I F - V I, IWC LVI r L» A E V A A SLV> 
_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 



h H YBRID E1A-CFTR-E1B MESSAGE . h > 

27201 123 TO 4622 OF HUMAN CFTR CENA 2760i . 2770> 

3250 3260 3270 3280 3290 ' 3300 



TGCTGTGGCT CCTTGGAAAC ACTCCTCTTC AAGACAAAGG GAATAGTACT CATAG TAGAA 
ACGACACCGA GGAACCTXTG TGAGGAGAAG TTCTGTTTCC CTTATCATGA GTATCATCTT 
VL WL LGN TPL QDKG NST HSR> 

__OTSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h H YBRID E1A-CFTR-E1B MESSAGE h [ > 

_. 2780i 123 TO 4622 OF HUMAN CFTR CDMA 2B20i 2830> 

3310 3320 3330 3340 3350 3360 

ATAACAGCTA TGCAGTGATT ATCACCAGCA CCAGTTCGTA TTATGTGTTT TACATTTACG 
TATTGTCGAT ACGTCACTAA TAGTGGTCGT GGTCAAGCAT AATACACAAA ATGTAAATGC 
N N S Y AVI ITS TSSY Y V F YIV> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h HYBRID E:a-CFTR-Z13 MESSAGE h > 

2S<0i 123 TO <622 OF KUKnN CFTR CDMA 28801 2E90> 

3370 3380 2390 3400 3410 3420 

TGGGAGTAGC CGA^.CTTTG CTTGC7A7CG GATTCTTCAG AGCTCTACCA CTGGTCCATA 
-AC^vTrCATCG GCTGTGAAAC GAACOATACC CTAAGAAGTC TCCAGATGGT GACCACGTAT 
VCVA DTL L A H GFFR GLP L V K> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h HY3RID E1A-CFTR-E13 MESSAGE h > 

2900i 123* TO 4622 Or HUMAN CFTR CDI4A 2940i 2?50> 

3430 3440 3^50 3<60 3470 3480 

CTCTAATCAC AGTGTCGAAA ATTTTACACC ACAAAATGTT ACATTCTGTT CTTCAAGCAC 
GAGATTAGTG TCACAGCTTT TAAAATGTGG TCTTTTACAA TGTAAGACAA GA-AGTTC GTG 
T LIT VSK ILH H K M L H S V L Q A> 
CYSTIC FIBROSIS TRAN SlO-R RANE CONDUCTANCE REGULATOR; CODON* > 
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Ji HYBRID ElA-CFTR-ElB MESSAGE 



.29605 123 TO 4622 OF HUMAN CFTR CEMA 3000l _^3010:> 



3490 3500' 3510 3520 3530 3540 

CTATCTCAAC CCTCAACACG TTGAAAGCAG CTGGGATTCT TAATAGATTC TC CAAA GATA 
GATACAGTTG GGAGTTGTGC AACTTTCGTC 'CACCCTMGA ATTATCTAAG AGGTTTCTAT 
PMS T LKT LKA GCIL NRF S K D> 
_CYSTIC FIBROSIS TRANSMEMBRANE. CONDUCTANCE. REGULATOR; CQIX»L__> 

■ h HYBRID E1A-CFTR-E1B MESSAGE h > 

3020i 123 TO 4622 OF HUMAN CFTR CEMftu— 3060l 3070> 

3550 3560 3570 • 3580 3590 3600 

* « 

TAGCAATTTT GGATGACCTT CTGCCTCTTA CCATATTTGA CTTCATCCAG "TTCTTATTAA 
ATCGTTAAAA CCTACTGGAA GACGGAGAAT GGTATAAACT GAXGTAGGTC AACAATAATT 
3CA II/ DDL L P I* T I .F D F I Q X» X* X*» 
CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR? COD0N___> 

h . H YBRID E1A-CFTR-E1B MESSAGE _J> > 

__3080i 123 TO 4622 OF HUMAN CFTR CEN?V_3120i 313 0> 



3610 3620 3630 3640 3650 3660 

* • 

TTGTGATTGG AGCTATAGCA GTTGTCGCAG TTTTACAACC CTACATCTTT GTTGCAACAG 
AACACTAACC TCGATATCGT CAACAGCGTC AAAATGTTGG 'GATGTAGAAA CAACGTTGTC 
IVIG AIA .V VA V L Q P Y I F VAT> 
C YSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON__> 

h HYBRID E1A-CFTR-E1B MESSAGE fc > 

3140i 123 TO 4622 OF HUMAN CFTR CENA 31B0i 1 3190> 

3670 3680 3690 3700 3710 372 0 

TGCCAGTGAT AGTGGCTTTT ATTATGTTGA GAGCATATTT CCTC CAAAC C TCACAGCAAC 
ACGGTCACTA TCACCGAAAA TAATACAACT CTCGTATAAA GGAGGTTTGG AGTGTCGTTG 
VPVI V A F I M L RAYF LQT SQQ> 

CYSTIC FX3ROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODDN__> 

h HYBRID E1A-CFTR-E1B MESSAGE h > 

32001 123 TO 4622 OF HUMAN CFTR CEfrlA 3240i 3250> 

3730 3740 3750 3760 3770 3780 

TCAAACAACT GSAATCTGAA GGCAGGAGTC CAATTTTCAC TCATCTTGTT ACAAGCTTAA 
AGTTTGTTGA CCTTAGACTT CCGTCCTCAG GTTAAAAGTG AGTAGAACAA TGTTCGAATT 
l> K O L E S E G R. S PIFT HLV T S L> 

CYSTIC FIBROSIS TRANSMEM3RA)vE CCkTOCTAKCE REGULATOR; CCDCiO > 

h HY3RID E1A-CFTR-E13 MESSAGE h > 

2260i 123 TO <622 Or HUMAN CFTR CDNA 3300i 3310> 

3790 3800 3ei0 3820 3830 3840 

AAGGACTATG GA.CACTTCGT GCCTTCGGAC GSCAGCCTTA CTTTGAAACT CTGTTCCAGA 
TTCCTGATAC CTGTGAAGCA CGGAAGCCTG CCGTCGGAAT GAAACTTTGA GACAAC-STGT 
K G L W T h R A F G R Q P V F S T L F H> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h HYBRID E1A-CFTR-E13 MESSAGE h > 

3320i 123 TO 4622 OF h'OKAN CFTR CDMA. 3360i 3370> 

3850 3860 3370 3880 3890 3900 



AAGCTCTGAA TTTACATACT GCCAACTGGT TCTTGTACCT CTCAACACTG CGCTGGTTCC 
TTCGAGACTT AAATGTATGA CGGTTGACCA AGAACATGGA CAGTTGTGAC GCGAC CAAGG 
K A L N L H T A W W F L Y L STL R W F> 
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CYSTIC FIBROSIS^TRANSMDIBRANE CONDUCTANCE REGUIATOR; COD0^__> 

. h ; HVRRTD E1A-CFTR-E1B MESSAGE — — h > 

3380i 123 TO 4622 OF HUMAN CFTR CXNA 5420* 3430> 

3910 3920 3930 3940 3550 3960 

AAATGAGAAT AGAAATGATT TTTGTCATCT TCTTCATTGC TGTTACCTTC ATTTCCATTT 
TTTACTCTTA TCTTTACTAA AAACAGTAGA AGAAGTAACG ACAATCGAAG TAAAGGXAAA 
Q M R X EMI FVI FFIA VTF ISI> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; COD0*t___> 

h . H YBRID E1A-CFTR-E1B MESSAGE h _> 

3440i 123 TO 4622 OF HUMAN CFTR CENA l _ >- 3480i 3490> 

3970 3980 3990 4000 4010 4020 

* * . 

TAACAACAGG AGAAGGAGAA GGAAGAGTTG GTATTATCCT GACTTTAGCC ATGAATATCA 
ATTGTTGTCC TCTTCCTCTT CCTTCTCAAC CATAATAGGA CTGAAATCGG TACTTATAGT 
L T T G E G E GRV C 2 X I* T V A- » M N I> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGUIATOR; CODO^ > 

h H YBRID E1A-CFTR-E1B MESSAGE h > 

3500i 123 TO 4622 OF HUMAN CFTR CENA>_3540l s 3550> 

4030 4040 4050 4060 4070 4080 

TGAGTACATT GCAGTGGGCT GTAAACTCCA GCATAGATGT GGATAGCTTG * ATGCGATCTG 
ACTCATGTAA CGTCACCCGA CATTTGAGGT CGTATCTACA CCTATCGAAC TACGCTAGAC 
MSTL QMA VNS SIDV DSL MRS> 
CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODCN__> 

h HYBRID E1A-CFTR-E1B MESSAGE h ! > 

^SSOi. 123 TO 4622 OF HUMAN CFTR CENA 3600i 3610> 

4090 4100 4110 4120 4130 4140 

TGAGCCGAGT CTTTAAGTTC ATTGACATGC CAACAGAAGG TAAAC CTACC AAGTCAACCA 
ACTCGGCTCA GAAATTCAAG TAACTGTACG GTTGTCTTCC ATTTGGATGG TTCAGTTGGT 
VSRV FKF IDM PTEG KPT KST> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h HYBRID E1A-CFTR-E1B MESSAGE h : > 

3620i 123 TO 4622 Or HUMAN CFTR CDNA 3660i 3670> 

4150 4160 4170 41B0 4190 4200 

AACCATACAA GAA.TGGCCAA CTCTCGAAAG TTATGATTAT TGAGAATTCA CACGTGAAGA 
TTGGTATGTT CTTACC3GTT GAGAGCTTTC AATACTAATA ACTCTTAAGT GTGCACTTCT 
K ? Y K N G O LSK V M I I ENS K V K> 

CYSTIC EI3ROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; COLON > 

h ~ HYBRID E1A-CFTR-EI3 MESSAGE _; h > 

3680i 123 TO 4622 OF HUMAN CFTR CDNA 3720i 373C> 

4210 4220 4230 4210 4250 4250 

AAGATGACAT CTGE-CCCTCA GC-SGGCCAAA TGACTGTCAA AGATCTCACA GCAAAATA.C-. 
TTCTACTGTA GACCGGGAGT CCCCCGGTTT ACTGACAGTT TCTAGAGTGT CCTTTTATGT 
KDDI WPS G G 0 M T V K DLT AKY> 

CYSTIC FI5HCSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h '_ ~ HYBRID EU-CETR-E13 KESSAGE h > 

3740i. 123 TO 4622 Or HUMAN CFTR CDMA 3780i 3790> 

4270 4280 <2?0 4300 4310 432C 

CAGAAGGTGG AAATGCCATA TTAGAG AfcC 1 . 7T7CCTTCTC A-.7A.AC7CCT G3-CCA.GAC-SC 
C7CTTCCACC TTTACGGT AT AATCTCTTCT AA-.C-a-AG-.G ~ ATT CAGGA CCGGTCTC" 



WO 94/12649 



PCT/US93/11667 



-77- 

TECC MAI L.EK ISFS ««-JL £<> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODOM 

h HYBRID E1A-CFTR-E1B MESSAGE h 

___3800i 123 TO 4622 OF HOHAN CFTR CCNA, 3840a 38S0> 

4330 4340 4350 4360 4370 ,4380 

TGGGCCTCTT GGGAAGAACT GGATCAGGGA AGAGTACTTT CTTATCAGCT TTTTTGAGAC 
ACCCGGAGAA CCCTTCTTGA CCTACTCCCT TCTCATGAAA CAATAGTCGA AAAAACTCTG 
VGLL G R T GSG KSTL L S _A F L R> 
__CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODO N ^ 

_ h H YBRID E1A-CFTR-E1B MESSAGE to > 

3860i 123 TO 4622 OF HUMAN CFTR CDMA 39001 3910> 



4390 4400 4410 4420 4430 4440 

TACTG^ACAC TGAAGGAGAA ATCCAGATCG ATGGTGTGTC TTGGGATTCA ATAACTTTGC 
ATGACTTGTG ACTTCCTCTT TAGGTCTAGC TACCACACAC AACCCXAAGT- TATTGAAACG 
LLNT E GE IQI D GVS WDS I T L> 
C YSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODQN__> 

hL__HVBRID E1A-CFTR-E1B MESSAGE fa ; > 

3920i 123 TO 4622 OF HUMAN CFTR CDNA^_3960i 3970> 



4450 4460 4470 4480 4490 4500 

AACAGTGGAG GAAAGCCTTT GGAGTGATAC CACAGAAAGT ATTTATTTTT TCTGGAACAT 
TTGTCACCTC CXTTCGGAAA CCTCACTATG GTGTCTTTCA TAAAXAAAAA AGACCTTGTA 
QQWR KAF GVI PQKV FIF S;GT> 
C YSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON__> 

h ■ H YBRID E1A-CFTR-E1B MESSAGE fa > 

^3980* 123 TO 4622 OF HUMAN CFTR CENA_4020i__i_4030> 

4510 4520 4530 4540 4550 4560 

TTAGAAAAAA CTTGGATCCC TATGAACAGT GGAGTGATCA AGAAATATGG AAAGTTGCAG 
AATC TTTTTT GAACCTAGGG ATACTTGTCA CCTCACTAGT TCTTTATACC TTTCAACGTC 
FRKN LDP YEQ WSDQ EIW X V A> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODO N > 

h HYBRID E1A-CFTR-E13 MESSAGE h > 

40401 123 TO 4622 OF HUMAN CFTR CDNA 4080i 4090> 

4570 4580 4590 4600 4610 4620 

ATGAGGTTGG GCTCAGATCT GTGATAGAAC AGTTTCCTGG GAAGCTTGAC TTTGTCCTTG 
TACTCCAACC CGAGTCTAGA CACTATCTTG TCAAAGGACC CTTCGAACTG AAACAGGAAC 
DEVC L RS VIE' Q F ? G KLD 7 V L> 

CYSTIC FIBROSIS TRANSM?*3RANE CONDUCTANCE REGULATOR; CODO N > 

h KY3RID E1A-CFTR-E13 MESSAGE h > 

4100i 123 TO 4622 Or KUKAN CFTR CDNA 4140i 4150> 

4630 4640 4650 4660 4670 . 4 6SC 

TGGATGGGGG CTGTGTCCTA AGCCATGGCC ACAAGCAGTT GATGTGCTTG GCTAGATCTG 
ACCTACCCCC GACACAGGAT TCGG7ACCCG TGTTCCTCAA CTACACGAAC CGATCTAGA Z 
v D G G C V L S H G K K 0 L M C L A R S> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON > 

h HYBRID E1A-CF7R-E13 MESSAGE h > 

r 4160i 123 TO 4 622 Or KUKAK CFTR CDNA 4 200i <21C> 

4690 4700 <710 <72C 4730 474: 



rrCTCACTAA GGCGAAGATC TTGCTG*_ .TG ATVIAATCCAG 



— - . : v_« 
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AAGAGTCATT CCGCTTCTAC AACGACGAAC TACTTGGGTC ACGAGTAAAC CTAGGTCATT 
VLSK AKI L "L tt D £ P S A H L D * v> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODQ N 

h HYBRID E1A-CFTR-E1B MESSAGE h ._ ^ 

4220i 123 TO 4622 OF HUMAN CFTR CDM A 4 260i - .4270> 

4750 4760 4770 4780 4790 4800 

CATACCAAAT AATTAGAAGA ACTCTAAAAC AAGCATTTGC TGATTGCACA CTAATTCTCT 
GTATGGTTTA TTAATCTTCT TGAGATTTTG TTCGTAAACG ACTAACGTGT CATTAAGAGA 
TYQI I.RR .T. LK QAFA D C T V X fc> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODQN ^ 

h H YBRID E1A-CFTR-E1B MESSAGE b 

_^_4280i 123 TO 4622 OF HUMAN CFTR CDMA 4320 1 dlirw 



% 4810 . 4820 4830 4840 4850 4860 

GTGAACACAG GATAGAAGCA ATGCTGGAAT GCCAACAATT TTTGGTCATA GAAGAGAACA 
CACTTGTGTC CT AT CTTCGT TACGACCTTA CGGTTGTTAA AAACCAGTAT CITC1CTTGT 
CEHR I E A MLE CQQF I* V I E E N> 
_CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODCN ^ 

b J H YBRID E1A-CFTR-E1B M ESSAGE _ h J > 

4340i 123 TO 4622 OF HUMAN CFTR CENA__4380i 4390> 



4870 4880 . * 4890 4900 4910 4920 

* 

AAGTGCGGCA GTACGATTCC ATCCAGAAAC TGCTGAACGA GAGGAGCCTC TTCCGGCAAG 
TTCACGCCGT CATGCTAAGG TAGGTCTTTG ACGACTTGCT CTCCTCGGAG AAGGCCGTTC 
KVRQ YDS I Q K LLNE RSL FRQ> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODON__> 

h H YBRID ElA-CTR-ElB MESSAGE b > 

4400i 123 TO 4622 OF HUMAN CFTR CDMA 4440i 4450> 

4930 4940 4950 4960 4970 4980 

w 

CCATCAGCCC CTCCGACAGG GTGAAGCTCT TTCCCCACCG GAACTCAAGC AAGTGCAAGT 
GGTAGTCGGG GAGC-CTGTCC CACTTCGAGA AAGGGGTGGC CTTGAGTTCG TTCACGTTCA 
AISP SDR VXL F P H R NSS KCK> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR; CODO N > 

- h___KV3RID E1A-CFTR-E13 MESSAGE h > 

4460i 123 TO 4622 Or HUMAN CFTR CDNA__4500i 4510> 

4990 5000 5010 5020 5030 5040 

CTAnG\_CCCA GATTGCTGCT CTGAAAGAGG AGACAGAAGA AGAGGTGCAA GATACAAGGC 
GATTCGGGGT CTAACGACGA GACT7TCTCC TCTCTCTTCT TCTCCACGTT CTATGTTCCG 
SK?Q I A A L K E ETEE E V Q D T R> 

CYSTIC FIBROSIS TRANSMEMBRANE CONDUCTANCE REGULATOR ; CODO N > 

h KY3?J:D E1A-CFTR-E13 MESSAGE h > 

<520i 123 TO 4 622 OF HUMAN CFTR CENA <560i <570> 

5050 5060 5070 5080 5090 5100 

TTTAGAGAGC AGCATAAATG TTGACATGGG ACATTTGCTC ATGGAATTGG AGGTAGCGGA 
AAATC7CTCC TCCTATTTAC AACTGTACCC TGTAAACGAC TACCTTAACC TCCATCGCCT 



J-f:3RJD E1A-CFTP.-E13 KZSS^GE 



;58Ci 123 TO 4 622 OF HUMAN CFTR CD-X- 4 5 2 0 i > 
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5110 S120 5130 5140 5150 5160 

TTGAGGTACT GAAATGTGTC GCCCT CG CTT AACGGTGGGA AAGAATATAT AAGGTGGGGS 
AACTCCATGA CTTTACACAC CCGCACCGAA TJCCCACCCT TTCTTATATA TTCCACCOOC 

h HYBRID .E1A-CFTR-E1B MESSAGE — — « > 

10 er E1B 3' OOTRANSIATED SEQUENCES 50 — S_i — __60 — > 

k 1 0~^ V E1B 3« IOTRON _k 40 k, 50 > 

Si70 S180 5190 5200 5210 5220 

w 

TCTCATGTAG TTTTGTATCT GTTTTGCAGC ACCCGCCGCC ATGAGCTCCA ACTCGTTTG* 
AGAGTACATC AAAACATAGA CAAAACGTCG TCGGCGGCGG TACTCGCGGT TGAGCAAACX 

MSA N S F Do 

IX PROTEIN 

h H YBRID E1A-CFTR-E1B MESSAGE 

L 1 I X MRNA_ 

70 o E1B 3* UNTRANSLATED SEQUENCES. 



60.1E1B 3 • INTRON 80, 

5230 5240 5250 5260 5270 5280 

TGGAAGCATT GTGAGCTCAT ATTTGACAAC GCGCATGCCC CCATGGGCCG GGGTGCGTC7L 
ACCTTCGTAA CACTCGAGTA TAAACTGTTG CGCGTACGGG GGTACCCGGC CCCACGCAGT 
GSI VSS YLTT RM P PWA G V R Q> 

IX PROTEIN (HEXON-ASSOCIATED PROTEIN) ; CODO^START=l > 

. h HYBRID E1A-CFTR-E1B MESSAGE — b > 



~1 1 I X MRNA 1 - 1 , 

13 0 a E IB 3' UNTRANSIATED SEQUENCES 170_g ;_180 > 

5290 5300 5310 5320 5330 53 40 

GAATGTGATG GGCTCCAGCA TTGATGCTCG CCCCGTCCTG CCCGCAAACT CTACTACCTT 
CTTACACTAC CCGAGGTCGT AACTACCAGC GGGGCAGGAC GGGCGTTTGA GATGATGGAA 
NVM CSS IDGR PVL PAN STTI^> 

IX PROTEIN C HEXON- ASSOCIATED PROTEIN) ; CODDN_START=l > 

h HYBRID E1A-CTTR-E1B MESSAGE Jl > 

1 1 IX MRNA ) 1 : > 

190 o EIB 3* UNTRANSLATED SEQUENCES 230 — g 240 > 

5350 5360 5370 5380 5390 5400 

GACCTACGAG ACCGTGTCTG GAACGCCGTT GGACACTGCA GCCTCCGCCG CCGCTTCAGC 
CTGGATGCTC TGGCACAGAC CTTGCGGCAA CCTCTGACGT CGGAGGCGGC GGCGAAGTCG 
T \r z- TVS GT?L ETA AS A AAS A> 

Ll/T?RCTEI2v { HZXON - ASSOCIATED PROTEIN ) ; CODON_ START = 1 > 

HYBRID ELA-CFTR-E13 MESSAGE h > 



_n_ 



~1 1 IX MRNA 1. 



250 g E13 3' UNTRANSLATED SEQUENCES 290 g 300_> 

5410 5420 5430 5440 5450 5460 

CGCTGCAGCC ACCGCCCGCG GGATTG7GAC TGACTTTGCT TTCCTGAGCC CGCTTGC-K-.G 
GCGACGTCGG • TGGCGGGCGC CCTAACACTG ACTGAAACGA AAGGACTCGG GCGAACGTTC 
AAA TAR GIVT DFA FLS P L A S> 

2X PROTEIN (HEXON -ASSOCIATED PROTEIN) ; CODON_START= 1_ > 

" ft " HYBRID ELA-CFTR-E13 MESSAGE h > 

* IX MRNA 1 1 > 



310 o E13 3' UNTRANSLATED SEQUENCES 350 g 360 > 

5470 5480 5490 5500 5510 5520 

CAGTGCAGCT 7CCCGTTCAT CCGCCCGCGA TGACAAGTTG ACGGCTCTTT TGGCA CAA7T 
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GTCACGTCGA AGGGCAAGTA CGCGGGCCCT ACTCTTCAAC TGCCGAGAAA ACCGTGTTAA 
5 A A SRS SARD D K L T A X." A Q L> 

DC PROTEIN (HEXON-ASSOCIATED PROTEIN) ; CODON_STAKT=3 > 

Jh H YBRID ElA-CFTR-ElB MESSAGE H J> 

-1 : 1 HRW L, — -± T^T— > 



37 0_ g E 1B 3 ' UNTRANSLATED' SEQUENCES <I0_S 420. 

• 5530 5540 5550 . 5560 5570 5580 



GGATTCTTTG ACCCGGGAAC TTAATGTCGT TTCTCAGCAG CTGTTOGATC T^^AGCA 
CCTAAGAAAC TCGGCCCTTG AATTACAGCA AAGAGTCGTC GACAACCTAG ACGCGGTCGT 
DSL TRE L N V V SQQ L L D L R Q Q> 

IX PROTEIN (HEXQN-ASSOCIATED PROTEIN) ; CODON_STARX:=l ; — > 

h H YBRID E1A-CFTR-E1B MESSAGE ; h > 

1 1__IX MRNA X 1 > 

V 4 1 0 q E1B 3* UNTRANSLATED SEQUENCES 470 — g 480 — > 

5590 5600 S610 5620 5630. 

♦ 

GGTTTCTGCC CTGAAGGCTT CCTCCCCTCC CAATGCGGTT TAAAA CATAA ATAAA 
CCAAAGACGG GACTTCCGAA GGAGGGGAGG GTTACGCCAA ATTTTGTATT XATTT 
VSALKA S-S. P P N A V 

K PROTEIN (HEXON-ASSOCIATED PROTEIN) ; C > 

h H YBRID E1A-CFTR-E1B MESSAGE h > 

1 1 I X MRNftu- 1 — 1 > 

490 a E 1B 3* UNTRANSLATED SEQUENCES 530 — S > 
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Table III 



PCT/US93/11667 



Nucleotide Sequence Analysis of Ad2-5>RF6/PGK-CFTR 



locos 

DEFINITION 

ACCESSION 

KEYWORDS 

SOURCE. 

FEATURES 

frag 
frag 
pre— mo g 



AD2-ORF6/P 36335 BP DS-DNA 



Frozs 
12915 
35069 
> 35*73 



To/Span 
36335 
35973 

< 35069 



IVS 




35794 


35084 


IVS 




35794 


35175 


IVS 




35794 


35268 


IVS 




35794 


35295 


IVS 




35794 


3S343 


IVS 




35794 


35501 


IVS 




35794 


35570 


IVS 

frag 

pre-msg 




35794 
35978 
36007 


35766 
36335 
< 35978 


rpt 




36234 


36335 


frag 
pept 
pepr 


< 


12915 
28478 
28478 


35054 
28790 
28790 


mRNA 




29331 


< 12915 


pre-msg 


< 


12915 


16352 


pre-msg 


< 


12915 


20208 


pre-msg 


< 


12915 


24682 


pre-msg 


< 


12915 


30462 



[J. Virol. 50 , 106-117 
[J. Virol- 50, 106-117 



SO, 106-117 (1984)3 



Description 

10676 to 34096 of Ad2-E4/ORF6 

33178 to 34082 of Ad2 sec; 
(C) E4 mRNA (Nucleic Acids Res. 9, 1675-1689 

(1981) J/ [J* Mol. Biol. 149, 189-221 

(1981)1, (Nucleic Acids Res. 12, 3503-3519 

(1984)1, (Unpublished (1984) J (Split 1 
(C) £4 mRNA intron D7 f«T. Virol. SO, 106-117 

(1984)1, (Nucleic Acids Res. X2, 3503-3519 

(1984) 1 , (Unpublished (1984) ] 
(C) £4 aRNA intron D6 [Nucleic Acids Res. 12, 

3503-3519 (1984)) 
(C) £4 mRNA intron D5 

(1984)1 
(C) E4 mRNA intron D4 

(1984)] 

(C) £4 mRNA intron D3 (J. Virol. 50, 106-117 
(1984)) 

(C) £4 mRNA intron 02 (J. Virol. 50, 106-117- 
(1984)1 

(C) £4 mRNA intron Dl (J. Virol. SO, 106-117 
(1984)1 

(C) £4 mRNA intron D (J. Virol. 

35580 to 35937 of Ad2 seq 
(C) E4 mRNA (Nucleic Acids Res. 9, 1675-1689 

(1981)], (J. Mol. Biol. 149, 189-221 

(1981) 1. (Nucleic Acids Res. 12, 3503-3519 
(1984)1, (Unpublished (1984)1 (Split 1 
inverted terminal repetition; 99.54% (Biochem. 
Biophys. Res. Conanun. 87, 671-678 (1979)1, (J. 
Mol. Biol. 128, 577-594 (1979)1 

1 to 32815 of Ad2 seq (Split] 
3 33K protein (virion morphogenesis) 
1 33K protein (virion morphogenesis) ; 

codoo_start=l 
(C) E2b mRNA (J. Biol. Chem. 257, 13475-13491 

(1982) 1 (Split] 

major late mRNA LI (alt.) (J. Mol. Biol. 149, 
189-221 (1981)], (J- Virol. 48, 127-134 (1983)] 
(Split) 

major late mRNA L2 (alt.) (J. M^l. Biol. 149, 
189-221 (1981)1, (J. Virol. 38, 469-482 
(1981)), (J. Virol. 48, 127-134 (1983)) (Split) 
major late mRNA 1*3 (alt.) (Nucleic Acids Res. 
9, 1-17 (1981)), (J. Mol. Biol. 149, 189-221 
(1981)], (J. Virol* 48, 127-134 (±983)] (Split] 
major late mRNA L4 (alt.) (J. Mol. Biol. 149. 

Virol. 48, 127-134 (1983)) 



pre-msg < 12915 



35037 



189-221 (1981)), (J 
(Split) 

major late mRNA 1,5 (alt.) 
189-221 (1981)), I J 

(Split) 



(J. Hoi. Biol. 149, 
Virol. 48, 127-134 (1983)) 
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Nudeotide Sequence Analysis (cent) 



mRNA 


< 


12915 


13278 


ivS 






16388 


IVS 


< 


12915 


18754 


IVS 


< 


12915 


20238 


IVS 


< 


12915 


21040 


IVS 


< 


12915 


23888 


IVS 


< 


12915 


26333 


RNA 


< 


12915 


13005 


RNA 


< 


12915 


13005 


???? 


< 


12915 


13262 


pept 
pept 




13279 
14547 


14526 
16304 



signal 

pept 

pept 

pept 
signal 

pept 

pept 

???? 

signal 

pre -ins g 

pre -meg 

preriasg 



16331 

16390 

18112 

18778 
20188 

20240 

21077 

< 12915 

24657 

28193 

28195 

29330 



16336 

18105 

18708 

19887 
20193 

20992 

23983 

24631 

24662 

24659 

24659 

24659 



(C) 
(O 



maior late mRNA intron (precedes 52,55K inRNA; 
1st LI mRNA) [Cell 16, 841-850 (1979) J , [Cell 
16, 851-861 (1979)1, (J- Hoi, Bi©1^134, 143-1S8 
(1979)], CJ» Mol. Biol. 13S, 413-433 
(1979)] ^Nature 292, 420-426 (1981)1 [Split] 
ma-for late mRNA intron (precedes penton xaRNA; 
1st L2 *PNA> [J. Virol- 48, 127-134 (1983)] 
[Split] 

major late mRNA intron (precedes pV mRNA; 2nd 

mRNA) I*. Biol- Chem. 259, 13980-13985 
(1984)] [Split] 

maior late mRNA intron (precedes pVl mRNA; 1st 
» mRNA) (J. Virol. 38, 469-482 (1981)1 [Split] 
major late mRNA intron (precedes hexon mRNA; 
2nd 13 mRNA) [Proc. Natl. Acad- Sci- 0.S.A- 75, 
5822-5826 (1978)], [Cell 16, 841-850 (1979)] 

major^late mRNA intron (precedes 23K mRNAr 3rd 
13 mRNA) (Nucleic Acids Res- 9, 1-17 (1981)] 
[Split] 

maior late mRNA intron (precedes 100K inKNA; 1st 
L4 mRNA) (Virology 128, 140-153 (1983)) (Split] 
VA 1 UNA (alt.) U. Biol. Chea. 252, 9043-9046 

STrMA 1 ^!) [J. Biol. Cheau 246, 6991-7009 
(1971)], (J. Biol. Chen. 252, 9047-9054 
(1977)1/ [Proc. Natl. Acad. Sci. U.S.A. 77, 
2424-2428 (1980)] [Split] 

VA II RNA [Proc. Katl. Acad. Sci. U.S.A. 77, 
3778-3782 (1980)), [Proc. Katl. Acad. Sci. 
U.S.A. 77, 2424-2428 (1980)) [Split] 
S2,5SK protein; codonustartal 
Ilia protein (peripentonal hexon-associated 
protein; splice sites not sequenced) ; 
codon startssi 

major^late mRNA LI poly-A signal (putative) 

penton protein (virion component III) ; 
codon-Startsl 

Pro-VII protein (precursor to major core 
protein); codon_start=l 

P V protein (minor core protein) ; codon_start=l 
major late mRNA L2 polyadenyation signal 
(putative) 49.94% 

pVI protein (hexon-associated precursor) ; 
codon_startssl 

hexon protein (virion component II); 
codon_start=l 

23K protein (endopeptidase) ; codon_start=l 

[Split] * 9 

major late mRNA !£. polyadenyation signal 
(putative); €2.38% 

E2* late mRNA (alt-) (J- Mol. Biol. 149, 
189-221 (1981)) 

E2a late mRNA (alt.) (Nucleic Acids Res. 12, 
3503-3519 (1984)). [Unpublished (1984)) 
E2* early mRNA (alt.) [J. Mol. Biol. 149, 
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Nudeodde Sequence Analysis (cant) 



pre-msg 

signal 

pept 

TVS 

pept 

iys 

TVS 

pept 

pept 



29331 

24683 

26318 

26953 

26347 
29263 



246S9 

24678 

24729 

26328 

28764 
27031 



(C) 
(C) 



<C> 

1 

<C> 



28124 27211 (C) 



28791 
28993 
29454 



28992 
> 29366 
30137 



1 
1 



mRNA 
XV& 


29848 
30220 


33103 
30614 


signal 


20444 


30449 


signal 


< 12915 


32676 


pept 


31051 


31S30 


pept 
signal 


31707 
32008 


32012 
32013 


TVS 


32822 


33268 


signal 


33081 


33086 


*??? 


< 12915 


35017 


signal 


35013 


35018 



pre^rosg 35054 > 35041 (C) 



fmg 

UNA 

rpt 



frag 
frag 



10 



357 
915 



12914 

> 356 

> 103 



103 

379 
> 923 



189-221 (1931)1 

B2a early xnRNA (alt.) (J. Hoi. Biol. 149. 
189-221 (1981)) ^ 
E2a mRNA polyadenyation signal on^camp strand 
(putative); 62.43% 
(CI DBP protein (DMA binding or 72K protein) ; 
codon_startcl 

E2a mRNA intron E [Nucleic Acids Res. 9, 
4439-4457 (1981) J 

10 OK protein (hexon assembly) ; codon^staxtsl 
E2a early mRNA intron A (Cell 18, 569-S80 
(1979)] 

E2a late mRNA intron A (Virology 128, 140-153 

(1983) J 

33K-pept intron (J. Virol. 45 , 251-263 (1983)} 
33K protein (virion morphogenesis) 
pVXXX protein (hexon-assoeiated precursor) ; 
codon^atartsl 

E3-2 mRNA; 85.88% (Gene 22, 157-165 (1983)} 
major late mRNA intron Cx' leader) (Gene 22, 
157-165 (1983)], (J. Biol. Chem. 259, 
13980-13985 (1984)] 

major late mKNA XA poly adenyat ion signal; 
(putative) 78.48% 

major late mRNA intron ('y' leader) (J. Mol. 
Biol. 135, 413-433 (1979) ) < (J. Virol. 38, 
469-482 (1981) ) , [EMBO J . 1, 249-254 
(1982)), (Gene 22, 157-165 (1983)] (Split] 
£3 19K protein (glycosylated membrane protein) ; 
codon_j6tart=l 

£3 11. 6K protein; codon_start=l 
£3-1 mRNA polya deny lat ion signal (putative); 
82.69% 

major late mRNA • intron ('z* leader) [Proc. 
Natl. Acad. Sci. U.S.A. 75, 5822-5826 
(1978)), (Cell 16. 841-850 (1979) ] , (EMBO J. 1, 
249-254 (1982)], (Gene 22, 157-165 (1983)) 
£3-2 mRNA polyadenyation signal; 85.82% 
(putative) 

fiber protein (virion component IV); 
codon_start=l (Split] 

major late mRNA IS polyadenyation signal; 
(putative) 91.19% 

£4 mRNA (Nucleic Acids Res. 9, 1675-1689 
(1981) ], (J. Mol. Biol. 149, 189-221 
(1981)], (Nucleic Acids Res. 12, 3503-3519 

(1984) ], (Unpublished (1984)] [Split] 
1 to 12914 of pAd2/PGK-CFTR 
1 to 357 Ad2 

inverted terminal .repetition r 0.28% [ Bi ochem . 
Biophye. Res. Comroun. 87, 671-678 (1979)], [J. 
Mol. Biol. 128, 577-594 (1979)] 
inverted terminal repetition? 0.28% [Biochem. 
Biophys. Res- Commun. 87, 671-678 (1979)), [J. 
Mol. Biol. 128, 577-S94 (1979)) (Split) 
linker segment 

polylinker cloning sites [Split) 
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Nudeodde Sequence Analysis (cont.) 





< 


924 


> 


954 


DNA 


< 


5567 


> 


12914 


signal 




380 




914 


frag 


< 


955 


> 


958 




< 


5501 




5522 


signal 




5523 




5555 


frag 




5555 


> 




< 


5564 




5567 


frag 




959 




5500 


revision 


2868 




2868 


modified 


1814 




1814 


site 


< 


959 




975 


site 




976 




990 


site 




991 




1001 


ttRNA 




1001 


> 


5500 


*>ept 
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polylinker cloning sites [Split] 

3328 to 10685 of Ad2 [Split] 

pgk promoter ^ 

polylinker cloning sites [Split] 

polylinker cloning ©ites [Split] 

syn. BGH poly A 

linker [Split] 

linker [Split] 

920 to 5461 of pCMV-CFTR-93 6C 

mistake in published sequence of Riordan et 

si. C not A is correct = H to H a.a. change 

936 Y to C mutation to inactivate cryptic 

bacterial promoter. Silent am ino a cid change 

polylinker segement from pCMV-CFTR-93 6C 

<Rc/CW-mvitrogen Spel-BstXI) [Split] 

linker segment from pCMV-CPTR-936C. Originally 

Sall/BstXX adaptor oligo 1 499D S 

linker segement from pCHV-CF0R-936C. 

Originally from pMT-CFTR construction oligo 

1247 RG -Sal I to Aval sites. 

123 to 4622 of HUMCFTR 

cystic fibrosis transmembrane conductance 
regulator? codon_etartel 
9786 G 7952 T 0 ~~ 



BASE. COUNT 

ORIGIN 7 ^ i 

Ad2-ORF6/P Lengths 36335 Sep 16, 1993 - 08:13 PM Check: 1664 

• i catcatcaS aatataccit attttogait caagccaata tgmaatgm ^gtcgagt 
61 rrcTGAcara gcgcggggcg tcggaacggg gcgggtcacg ^actgto gcggaactct 

121 GATCTTOCAA GTOTCGOGGA ACACATGTAA OOGCCCGATC TC^AAAOT GACMTTTOG 
181 GTOTGCGCCG GTCTATADGG GAAGTGACAA TTCTOXGCG ^TAGGCC ^TTCTOG 
241 TAAATTTGGG CGTAACCAAG TAATOPTTOG CCATTTTCGC GGGAAAACTO **™M*QGX 
301 AGTGAAATCT GAATAATTCT GTGTTACTCA TAGCGCGTAA TATTTCTCTA GGGC CGCTCG 
III JSSSS TCTATOGATA AGCITCATAT CGAATTCCGG CGT^DT ^CCTTTTC 
421 CAAQGCAGCC CTOGGTTTOC GCAGGGACGC GCCTGCTCTG GGCGTGGTTC CGGGAAAOGC 
481 AG^^CG ACCCTOGGTC TOGCACATTC TTCACGTCCG WOGCAGCOT CACCCGGMC 
541 TTCGCCGCTA CCCTTCTCGG CCCCCCGGCG ACGCTTCCTC GTOOGCCCCT AAGTOGGGAA 
601 GGTTCCTTGC GGTTOGCGGC GTCCCGGACG TGACAAACGG AAGCCGCAOG TCTCACTAGT 
661 ACCCTCGCAG ACGGACAGCG CCAGOGAGCA ATCGCAGCGC GCCGACCGCG ATOGGCTGTG 
721 GCCAATAGCG GCTGCTCAGC AGGGCGCGCC GAGA^G^ GCOGGGAAGC OGCGCTGCGG 
781 GAGGOGGGGT GTCGGGCGGT AGTCTCGGCC CTGTTCCTCC CCGCG0GG1G TPCOGCATIC 
841 TCCAAGCCTC CGGAGCGCAC GTCGGCAGTC GGCTCCCTCG TTGACCGAAT CACCGACCTC 
901 TCTCCCCAGG ATCCACTAGT ATTAAATCGT ACGCCTAGTA TTTAAATCCT AOGCCTACTA 
961 ACGGCCGCCA C1CTCCTCCA GATATCAAAG TCGACGOTAC CCGAGMACC ATCCAGAGCT 
" 1021 CGCCTCTOGA AAAGGCCAGC GTTGTCTCCA AACTTTTTTT CAGCTGGACC AGACCAATTT 
1081 TCAGGAAAGG ATACAGACAG CGCCTGGAAT TCTtCAGACAT ATACCAAATC CCTTCTCTTG 
1141 ATTCTCCTCA CAATCTAIC^ C?.AAAATTGG AAAGAGAATG CGATAGAGAO CTGGCTOCAA 
1201 AGAAAAATCC TAAACTCATT AATCCCCT1C GGCGATCTTT TITCTOGAGA TTTATOTTCT 
1261 ATGGAATCTT TTTATATTTA GGGGAASTCA CCAAAGCAGT ACAGCCTCTC TTACTGGGAA 
1321 ScatoS TTCCTATCAC CCOGATAACA AGGAGGAACG MCTATCGCG atttatctac 

llll SA3MGCTT atoccttctc tttattgtga ggacactgct cctacaccca GccArmrc 
llll gSSSS ^Sggaatg cagatcagaa tagctatctt tagtttgatt tataagaaga 

liil G1CAAGCCGT GTTCTAGATA AAATAAGTAT ^"ACTT ^^CTCC 

1561 TTTGCAACAA CCTGAACAAA TTTGATGAAG GACTTGCATT ^CACA^TC GTGTCGATCG 
1621 CTCCTITCCA AGTCGCACIC OTCATGGGCC TAATCTGGGA GTOTTACAG GCGTCTGCCT 
1681 TCTGTCGACT TCGTTTCCTG ATAGTCCTTG CCCTTTTTCA GGCTGGGCTA GGGAGAATGA 
7 6 Jl SSS SSSSS AGAGCGGGA AGAT^^C^G JTTACCTCAG 
1801 AAATGATTGA AAACATCCAA TCTGTTAAGG CATACTGCTG GGAAGAAGCA ATGGAAAAAA 
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1661 TGATTGAAAA CTTAAGACAA ACAGAACTGA AACTCACTOG GAAGGCAGCC TATCTGAGAX 
1921 ACTTCAATAG CTCAGCCTTC T1CTTCTCAG GGTTCTTTCT GGTGTTTTTA TCTCTQCTTC 
1981 CCTATCCACT AATCAAAGGA ATCATOC1CC GGAAAATATT CACCACCATC TCAOTCTCCA 
2041 rTGTTCTOCG CATGGOGGTC ACTOGGCAAT CTCOCTOGGC TCTACAAACA tt&TATOACT 
2101 CTCTTGGAGC AATAAACAAA ATACAGGATT TCTTACAAAA CCAAGAATAT AAGACATTQG 
2161. AATATAACTT AACGACTACA GAAGTAGTGA TCGAGAATCT AACAGCCfcTC TGGGAGGAGG 
2221 GATTTGGGGA ATTATTTGAG AAAGCAAAAC AAAACAATAA CAATAGAAAA ACTTCTAATC 
2281 GTOATGACAG CCTCTTCTTC AGTAATTTCT CACTTCTTCG TAC1CCTCTC CTGAAAGATA 
2341 TTAATTTCAA GATAGAAAGA GGACAGTTGT TGGCGGTTGC TOGATCCACT GGAGCAGGCA 
J3401 AGACTTCACT 1CTAATGATG ATTATCGGAG AACTCGAGCC MCAGAGGGT AAAATTAAGC 
2461 ACAGTGGAAG AATTTCATTC TGTTCT CA GT TTTCCTGGAT TATGCCTCGC ACCATTAAAG 
2521 AAAATATCAT CTlTOCgTOCT TCCTATGATO AATATAGATA CAGAAGO CTC ATCAAAGCAX 
2581 GCCAACTAGA AGAGGACATC TCCAAGTTTO CAGAGAAAGA CAMMCAGTT CTTCGAGAAG 
2641 GTGGAATCAC ACTGAGTGGA GGTCAACGAG CAAGAATTTC TTTAGCAAGA GCAGTATACA 
2701 AAGATCCTCA TTTGTATTTA TTAGACTCTC CTTTTGGATA CCTAGATCOT TTAACAG AAA 
2761 AAGAAATATT TGAAAGCTCT GTCTCTAAAC TGATGGCTAA C AAAACTA QG ATTTTGGTCA 
2821 CTTCTAAAAT GGAACATTTA AAQAAAGCTC ACAAAATATT AATTTIGCAT GAAQGTAGCA 
2881 GCTATTTTTA TOGGACATTT TCAGAACTCC AAAATCTACA GCCAGACTTT AGCTCAAAAC 
2941 TCATOGGATO TCATTCTTTC GACCAATTTA GTOCAGAAAG AAGAAATTCA ATCCTAACTC 
3001 AGACCTTACA COGTTTCTCA TTAGAAGGAG ATCCTCCTCT CTCCTCGACA CAAACAAAAA 
3061 AAOAATCTTT TAAACAGACT GGAOAGTTTC GGGAAAAAAG GAAGAATTCT ATTCTCAATC 
3121 CAATCAACTC TATACGAAAA TXTTCCATTG TGCAAAAGAC TCCCTTACAA ATGAATOGCA 
3181 TCCSAAGAGGA TTCTGATOAG CCTTTAGAGA GAAGGCTGTC CTTAGTACCA GATTCTGAGC 
3241 AGGGAGAGGC CATACTOOCT OGCATCAGOG TCATCAGCAC TOGCCCCACG CTTCAGGCAC 
3301 GAAGGAGGCA GICTOTCC TO AACCTCATCA CACACTCAGT TAACCAAGGT CAGAACATTC 
3361 AGOGAAAGAC AACAGCA3CC ACAOGAAAAG TCTCACTGGC CCCTCAGQCA AACTTCACTC 
3421 AACTQGATAT ATATTCAAGA AGGTTATCTC AAGAAACTGG CTTGGAAATA AGTCAAGAAA 
3481 TTAACGAAGA AGACTTAAAG GAGTGCCTTT TTCATCATAT GGAGAGCATA CCAGCA GTCA 
3541 CTACATGGAA CACATACCTT CGATATATTA CTGICCACAA GAGCTTAAOT TOKS0GCTAA 
3601 T T TO GTOCCT AGTAATTTTT CTGGCAGAGG TCGCTCCTTC TTTGCTTCTC CTGTCGCTCC 
3661 TTOGAAACAC TCCTCTTCAA GACAAAGGGA ATAG TACTCA TACTAGAAAT AACAGCTATG 
3721 CAGTGATTAT CACCAGCACC AGTTGGTATT ATCTCTTTTA CATTTACGTC GGAGTAGCCG 
3781 ACACTTTCCT TGCTATGGGA TTCTTCAGAG GTCTACCACT GGTCCATACT CTAATCACAG 
3841 TGTCGAAAAT TTTACACCAC AAAATGTTAC ATTCICTTCT TCAAGCACCT ATG TCAACC C 
3901 TCAACACGTT GAAAGCAGGT GGGATTCTTA ATAGATTCTC CAAAGATATA GCAATTTTGG 
3961 ATCACCTTCT GCC1CTTACC ATATTTCACT TCATCCAGTT GTTATTAATT GTGATTGGAG 
4021 CTATAGCAGT TGTCGCAGTT TTACAACCCT ACATCTTTCT TCCAACAGTG CCACTCATAG 
4081 TOGCTTTTAT TATCTTGAGA GCATATTTCC TCCAAACCTC ACAGCAACTC AAACAACTCG 
4141 AATCTGAAGG CAGGACTCCA ATTTTCACIC ATCTTCTTAC AAGCTTAAAA OGACTATOGA 
4201 CACTTCGTCC CTTCGGACGG CAGCCTTACT TTCAAACTCT GTTCCACAAA GCTCTGAATT 
4261 -TACATACTCC CAACTGGTTC TTGTACCTGT CAACACTGCG CTGC TTCCAA ATCAGAATAG 
4321 AAATGATTTT TCTCATCTTC TTCATTGCTC TTACCTTCAT TTOCATTTTA ACAACAGGAG 
4381 AAGGAGAAGG AAGAGT1GGT ATTATCCTGA CTTTAGCCAT GAATATCATG AGTACACTGC 
4441 AGTCGGCTCT AAACTCCAGC ATAGATGTGG ATAGCTTGAT GCGATCTOTG AGCCGAGTCT 
' 4501 TTAAGTTCAT TGACATCCCA ACAGAAGGTA AACCTACCAA GTCAACCAAA CCATACAAGA 
4561 ATGGCCAACT CTCGAAAGTT ATGATTATTG ^CAATTCACA CGTGAAGAAA GATGACATCT 
4621 GGCCCTCAGG GGGCCAAATO ACTCTCAAAG ATCTCACAGC AAAATACACA GAAGGTGGAA 
4681 ATGCCATATT AGAGAACATT TCCTTCTCAA TAAGTCCTOG CCAGAGGGTO OGCCTCTTCG 
4741 GAAGAACTGG ATCAGGGAAG AGTACTTTCT TATCAGCTTT TITCAGACTA CTCAACACTG 
4801 AAGGAGAAAT CCAGATCGAT GGTGTCTCTT GGCATTCAAT AACTTTGCAA CAGTGGAGGA 
4861 AAGCCTTTGG AGTCATACCA CAGAAAGTAT TTATTTTTTC TGGAACATTT AGAAAAAACT 
4921 TGGATCCCTA TGAACAGTGG AGTCATCAAG AAATATCGAA AGTTGCAGAT GAGGtTGGGC 
4981 TCAGATCTGT GATAGAACAG TTTCCTGGGA AGCTTGACTT TCTCCTTGTG GATCGGGGCT 
5041 GTCTCCtAAG CCATGGCCAC AAGCAGTTCA TGTGCITCGC TAGATCTGTT CTCAGTAAGG 
5101 CGAAGATCTT GCTGCTTGAT GAACCCAGTC CTCATTTGGA TCCAGTAACA TACCAAATAA 
5161 TTAGAAGAAC TCTAAAACAA GCATTTC5CTC ATTGCACAGT AATTCTCTGT GAACACAGGA 
5221 TAGAAGCAAT GCTGGAATGC CAACAATTTT TGGTCATAGA AGAGAACAAA GTGCGGCAGT 
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5281 ACGATTCCAT CCAGAAACTO CTGAACGAGA GGAGCCTCTT CCGGCAAGCC AUCAGCCCCT 
5341 CCGACAGGGT GAAGCTCTTT CCCCACCGGA ACTCAAGCAA GTCCAAGTCT AAGCCCCAGA 
S401 TTGCTGdCT GAAAGAGGAG ACAGAAGAAG AGGTGCAAGA TACAAGGCTT TAGAGAGCAG 
5461 CATAAATCTT GACATCGGAC ATTTCCTCAT CGAATTOGAfi AAATCGTACG C&AGGACGC 
5521 GTAATAAAAT GAGGAAATTG CATCGCATZC TCTCAOGCCT TACGCGGGAA GGTCCTOAGG 
5581 TACGATGAGA CCCGCACCAG GTCCAGACCC TCOGAGTGTG GOGGTAAACA TATTAGGAAC 
5641 CAGCCTCTCA TCCTGGATCT CACCGA0GAG CTCAGGCCCG ATCACTTCGT GCTGGCCTGC 
5701 ACCCGCGCTO AGTTTCGCTC TAGCGATGAA GATACAGATT GAGGTACTGA AATGTCTCGG 
5761 CGTCGCTTAA GGGTQGGAAA GAATATATAA GGTGGGGGTC TCATCTAGTT TTGTATCTCT 
5821 TXTCCAGCAG CCGOOGCCAT GAGCGCCAAC TCGTTTCATC GAAGGATTGT GAGCTCATAT 
5881 TTGACAACGC GCATGCCCCC ATGGGCCGGG CTCCGTCAGA ATGTOATGGG CTOCAGCATT 
5941 GATGGTCGCC CCGTCCIGCC CGCAAACTCT ACTACCTTGA CCTACGAGAC OGTCTCTOGA 
6001 ACGCOGTTQG AGACTGCAGC CTOCGCOGGC GCTTCAGCCG CTCCAGCCAC CGCCOGCGGG 
6061 ATTCTCACTG ACT T TCCTTT CCTGAGCCCG CTTGGAAGCA GTCCAGCTTC CCGTTCATCC 
6121. GCCCGCGATG ACAAGTTCAC GGCTCTTTTO GCACAATTGG ATTCTTTGAC CCGGGAACTT 
6181 AATGTGGTTT CTCAGCAGCT GTKGATCTG CGCCAGCAGG TTTCTGCCCT CAAQGCTTCC 
6241 TCCCCTCCCA ATGCGGTTTA AAACATAAAT AAAAACCAGA CTCTGTTTOG ATTTTCATCA 
6301 AGCAAGTGTC TTCCTGTCTT TATTTAGGGG TTTTCOGCGC GCQGTAGGCC CGGGACCACC 
6361 GGTCTCGGTC GTTGAGGGTC CTOTOTATTT TTTCCAGGAC GTOGTAAAGG TCACTCTOGA 
6421 TOTTCAGATA CATGGGCATA AGCCCGTCTC IQQGGTGGkQ GTAGCACCAC TCCAGAGCTT 
6481 CATGCTQCGG GGTGGTGTTG TAGATGATCC ACTCGTAGCA GGAGOGCTCG GOGTOGTGCC 
6541 TAAAAATCTC TTTCAGTAGC AAGCTGATTC CCAGGGGCAO GCCCTTMTC TAAGTCTTTA 
6601 CAAAGCGGTT AAGCTCGGAT GGGTOCATAC OTOGGGATAT GAGATCCATC TTCGACTGTA 
6661 TTTTTAGGTT GGCTATOTTC CCAGCCATAT CCCTCOGGGG ATTCATCTTC TCCAGAACCA 
6721 CCAGCACACT GTATCCGGTC CACTTOGGAA ATTTCTCATC TAOCT2MAA CGAAATGOGT 
6781 GGAAGAACTT GGAGACGCCC TTGTGACCTC OGAGATTTTC CATGCATTCG TCCATAATCA 
6841 TOGCAATQGG CCCACGGGCG C C QOCCTCGG CGAAGATATT TCTOGGATCA CTAACCTCAT 
6901 AGTTGTGTJC CAGGATGAGA TCGTCATAGG CCATTTTTAC AAAGCGOGGG CGGAGGGTGC 
6961 CAGACTOCGG TATAATGGTT CCA3ECGGCC CAGGGGCGTA GTTACCCTCA CAGATTTCCA 
7021 TTTCCCACGC TTTGAGTTCA GATOGGGGGA TCATCTCTAC CTCCGCGGCG ATCAAGAAAA 
7081 CCGTTTCOGG GGTAGGGGAG ATCAGCTOGG AAGAAAGCAG GTTCCTOAGC AG CTOO GACT 
7141 TACCGCAGCC OGTGGGCCCG TAAATCACAC CTATTACCGG CTCCAACTGG TAGTOAA GAG 
7201 AGCTGCAGCT GCCGTCATCC C1GAGCAGGG GGGCCACTTC GTTAAGCATG TCCCTGACTT 
7261 GCATCTTTTC CCICACCAAA TGCGCCAGAA GGCGCTCGCC GCCCAGCGAT AGCAGT TCTT 
7321 GCAAGGAAGC AAAGTCTTTC AACGGTTTCA GGCCG1CCGC COTAGGCATO CTTTTCAGCG 
7381 TTTGACCAAG CAGTTCCAGG OGGTCCCACA GCTOGG1CAC GTGCTCTAOG GCATCTCGAT 
7441 CCAGCATATC TCCTCGTTTC GCGGGTTGGG GCGGCTTTCG CTOTAOGGCA GTAGTOGGTG 
7501 CTCGTCCAGA CGGGCCAGGG TCATCTCTTT CCACGGGCGC AGGGTCCTCG TCAGCGTAGT 
7561 CTGGGTCACG GTGAAGGGCT GCGClCCGGC CTGCGCGCTC GCCAGGGTGC GCTTGAGGCT 
. 7621 GGTCCTGCTC GTCCTGAAGC GCTCCCGGTC TTCGCCCTGC GCGTCGGCCA GGTAGCATTT 
7681 GACCATGGTC TCATAGTCCA GCCCCTCCGC GGOGTCGCCC TTGGCGCGCA GCTTGCCCTT 
7741 GGAGGAGGCG CCGCACGAGG GGCAG1GCAG ACTTTTAAGG GCGTAGAGCT TCGGCGCGAG 
7801 AAATACCGAT TCOGGGGAGT AGGCATCCGC GCCGCAGGCC CCGCAGACGG TCTCGCATTC 
7861 CACGAGCCAG GTGAGCTCTG GCCGTTCGGG GTCAAAAACC AGGTTTCCCC CATCCTTTTT 
7921 GATGCGTCTC TTACCTCTCG TTTOCATGAG CCGGTCTCCA CGCTCQGTCA CGAAAAGGCT 
7981 GTCCGTGTCC CCGTATACAG ACTTGAGAGG CCTGTCCTOG AGOGGTGTTC CGOGGTCCTC 
8041 CTCGTATAGA AACTCGGACC ACTCTGAGAC GAAGGCTCGC GTCCAGGCCA GCACGAAGGA 
8101 GGCTAAGTGG GAGGGGTAGC GGTCGTTGTC CACTAGGGGG TCCACTCGCT CCAGGGTGTO 
8161 AAGACACATC TCGCCCTCTT COGCATCAAG GAAGGTCATT GGITTATAGG TCTAGGCCAC 
8221 GTCACCGGGT GTTCCTGAAG GGGGGCTATA AAAGGGGGTO CGGGCGCGTT CGTCCTCACT 
8281 CTCTTCCGCA TCGCTGTCTG CGAGGGCCAG CTGTTGGGGT GAGTACTCCC TCTCAAAAGC 
8341 GGGCATCACT TCTGCGCTAA GATTGTCAGT 1TCCAAAAAC GAGGAGGATT TGATATTCAC 
8401 CTCGCCCGOG GTCATGCCTT 1GAGGGTGGC CGCGTCCATC TGGTCAGAAA AQACAATCTT 
8461 TrTGTTGTCA AGCTTGGTGG CAAACGACCC GTAGAGGGCG TTCGACAGCA ACTTGGCGAT 
8521 GGAGCGCAGG GTTTGGTTTT TCTCGCGATC GGCGCGCTCC TTGGCCGCGA TCTTEAGCTC 
8581 CACGTATTCG CGCGCAACGC ACCGCCATTC GGGAAAGACG GTGGTGCGCT CGTCGGGCAC 
8641 CAGGTCCACG CGCCAACCGC GGTTGTGCAG GGTGACAAGG TCAACGCTGG TGGCTACCTC 
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8701 TCCGCGTAGG CGCTCGITOG TOCAGCAGAG GCQGCCGCCC TTCOGCGAAC AGAATOGCGG 
8761 TAGTCGGTCT AGCTCCGTCT CGTCCGGGGG GTCTCCGTCC ACGGTAAAGA CCCCGGGCAG 
8821 CAGGOGCGCG TOGAACTAGT CTAMTTCCA TCCTTOCAAG TCTAGCGCCT GCTCCCATCC 
8881 GCGGGCGGCA AGOGOGOGCT OGTATCGGTT GAGTGGGGGA CCCCATCGCA T^OGTGGGT 
8941 GAGCGCGGAG GCGTACATGC CGCAAATCTC GTAAACGTAG AGGGGCTCTC TGAGTATTCC 
5001 AAGATAZPGTA GGGTAGCATC TTCCACOGOG GATGCTCGOG CGCACGTAAT CCTATAGTTC 
9061 GXGGGAGGGA GCGAGGAGGT OGGGACOGAG GTIGCTACGG GCGGGCTQCT CTCCTOOQAA 
9121 GACTATCTGC CTGAAGATGG CATGTGAGTT GGATGATATG GTTGGACGCT GGAAGAOGTT 
9181 GAAGCTCGCG TCTGTGAGAC CTACCGCGTC AOGCACGAAG GAGGCGTAGG AQ TOGO GCAG 
9241 CTOGTTCACC AGCTCGGCGG TCACCTCCAC CTCTAGGGCG CAGTACTCCA GGGTTTCCTT 
9301 GATCATGTCA TACTTATCCT CTOOCT OT TT TTTCCACAGC TOGCGGTTOA GGACAAACTC 
9361 TTCGOGGTCT TTCCAGTACT CTTCGAMGG AAACCCGTCG GCCTCOGAAC GGTAAGAGCC 
9421 TAGCATGTAG AACTGGTTGA OGGCCTGGTA GOOGCAGCAX CCCTTTTCTA CGGGTAGCGC 
9481 GTATCCCTGC GCGGCCTTCC GGAGCGAGGT GTOGGTGAGC GCAAAGGTCT CCCTAACCAT 
9541 GACTTTGAGG TACTCGTATT TCAAGTCAGT G1CGTOGCAT CCGCCCTOCT CCCAGAGCAA 
9601 AAAGTCCGTC GGCTTTTTOG AACGOGGGTT TGGCAGGGOG AAGGTOACAT CCTTOAAAAG 
9661 TATCTTTCCC GCGCGAQGCA TAAAGTTGCG TCTOATCOGG AAQGGTOCCG GCACCTOGG A 
9721 ACGGTTOTTA ATTACCTOGG CGGCGAGCAC GATCTCCTCG AAGCCGTTGA J li» u rii a GGCC 
9781 CACGATCTAA AGTTCCAAGA AGGGOGGGGT GCCCTTCATC GAGGGCAATT TTTTAAGTTC 
9841 CTOOTAGGTC AGCTCCTCAG GGGAGCTGAG CCCGTGTTCT GACAGGGOCC AGTCTGCAAG 
9901 ATGAGGGTOG GAAGCGAOGA ATCAGCTCCA CAQGTCACGG GCCAT TACCA OTTGCAOGTC 
9961 GTCGCGAAAG GTCCTAAACT GGOGACCTAT GGCCATTTTT TCTOGGGTGA TCCAGTAGAA 
.10021 GGTAAGCGGG TCTTCTTCCC AGCGGTCCCA TCCAAGGTCC ACGGCTAGGT CTCGCGCGGC 
10081 GGTCACCAGA GGCTCATCIC CGCCGAACTT CATAACCfcGC ATCAAGGGCA CGAGCTGCTT 
10141 CCCAAAGGCC CCCATCCAAG TA3GAGGTCTC TACATCGTAG GTGAC AAAG A CAOGCTOGGT 
10201 GCGAGGATGC GAGCCGATCG GGAAGAACTG GATCTCCCGC CACCAGTTGG AG GAGTGG CT 
10261 GTTGATCTOG TCAAAGXAGA AGTCCCTCCG acgggcogaa CACTCGTCCT GGCTTTTOTA 
10321 AAAACGTCCG CAGTACTGGC AGCGGTCCAC GGGCTOTACA TCCTCCACGA OCTTCAGCTG 
10?81 ACGACOGCGC ACAAGGAAGC AGAGTGGGAA TTTGAGCOCC TCGCCTGGCG GGTTTCOCTG 
10441 GTGGTCTTCT ACTTCGGCTG CCTPTCCTT G ACCGTCTOGC TGCTCGAGGG GAGTTATGGT 
10501 GGA1CGGACC ACCACGCCGC GCGAGCCCAA AGTCCAGATC TCCGOGOGOG GCGGTCGGAG 
10561 CTTGATGACA ACATCGCGCA GATGGGAGCT GTCCATGGTC TCGAGCTCCC GOGGCGACAG 
10621 GTCAGGCGGG AGCTCCTGCA GGTTTACCTC GCATAGCCGG GTCAGGGCGC GGGCTAGGTC 
10681 CAGGTGATAC CTGATTTCCA QQQGCTGGTT GGTQGCGGCG TCGATGACTT GCAAGAGGCC 
10741 GCATCCCOGC GGCGCG ACTA CGGTACOGOG GGGCGGGOGG TGGGCOGCGG GGGTCTCCTT 
10801 GGATGATGCA TCTAAAAGCG GTGACGCGGG CGGGCCCCCG GAGGTAGGGG GGGCTCGGGA 
10861 CCCGCCGGGA GACGGGGCAG GGGCACCTOG GOGCCGCGCG CGGGCAGGAG CMGTGCTOC 
10921 GCGOGGAGGT TGCTGGCGAA CGCGACGACG CGGCGGTTGA TCTCCTGAAT CTGGCGCCTC 
10981 TGCGTGAAGA CGACGGGCCC GGTCAGCTTG AACCTGAAAG AGAGTTOGAC AGAAT CAAT T 
11041 TCGGTCTCGT TGACGGCGGC CTGGCGCAAA ATCTCCTCCA CGTCTCCTGA GTTGTCTTCA 
11101 TAGGCGATTT CGGCCATCAA CTOCTOGATC TCTTCCTCCT GGAGATCTCC GCGTCCQGCT 
11161 CGCTCCACGG TGGCGGCGAG CTOGTTGGAG ATGCGGGCCA TGAGCTGCGA GAAGGOGTTG 
11221 AGGCCTCCCT CGTTCCAGAC GCGGCTGTAG ACCACGCCCC CTTCGGCATC GCGGGCGCGC 
* 11281 ATGACCACCT GCGCGAGATT GAGCTCCACG 1GCOGGGCGA AGACGGOGTA GTTTCGCAGG 
11341 CGCTCAAAGA GGTAGTTGAG GGTGGTGGCG GTCTGTTCTC CCACGAAGAA CTACATAACC 
11401 CAGCGTCGCA ACGTGGATTC GTTGATATCC CCCAAGGCCT CAAGGCCCTC CATCGCCTCG 
11461 TAGAAGTCCA CGGCGAAGTT GAAAAACTGG GAGTTGCGCG CCGACACGGT TAACTCCTCC 
11521 TCCAGAAGAC GGATGAGCTC GGCGACAGTG TCGCGCACCT CGCGCTCAAA GGCTACAGGG 
11581 GCCTCTTCTT CTTCAATCTC CTCTTCCATA AGGGCCTCCC CCTCTTCITC TTCTTCTGGC 
11641 GGCGGTCGGG GAGGGGGGAC ACGGCGGCGA OGACGGCGCA CCGGGAGGCG GTCGACAAAG 
11701 CGCTCGATCA TCTCCCCGCG GGGAOGGOGC ATCGTCTCGG TGACGGCGCG GCCGTTCTCG 
11761 CGGGGGCGCA GTTGGAAGAC GCOGCCCGTC ATCTCCOGGT TATGGGTTGG CGGGGGGCTG 
11821 CCGTGCGGCA GGGATACGGC GCTAACGATG CATCTCAACA ATTCTTGTGT AGGTACTCCG 
11881 CCACCGAGGG ACCTGAGOGA CTCCGCATCG ACCGGATCGG AAAACCTCTC GAGAAAGGCG 
11941 TCTAACCAGT CACAGTCGCA AGGTAGGC1X2 AGCACCGTGG CGGGCGGCAG CGGGTCGCGG 
12001 TCGGGGTTGT TTCTCGCGGA CGTGCTCCTG ATGATGTAAT TAAAGTAGGC GGTCTTGAGA 
12061 CGGCGGATGG TCGACAGAAG CACCATGTCC TTGGGTCCGG CCTCCTC5AAT GCGCAGGCGG 
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12121 TOGGOCATGC CCCAGGCTTC GTTTIGACAT CGGCGCAGGT CTTTCTAGTA GTCTTCCATG 
12161 AGCCTTTCTA CCGGCACTTC TTCTTCTCCT TCCTCTTGTC CTCCATCICT TGCATCTATC 
12241 GCTAOGGCOG OGGCGOAGTT TOGCOGTAGG TGfcCGCCCTC TTCCTCCCAT GCGTCTGACC 
12301 CCGAAGCCCC TCATCGGCTG AAGCAGGGCC AGCTCGGOGA CAACGCGCTC GGCTAATA1G 
12361 GCCTGCTOCA CCXGCGTGAG GGTAGACTGG AAGTCATCCA TCTCCACAAA GOGGTGGTAT 
12421' GCGCCCGICT TGATGGTCTA AGTCCAGTT3 GCCATAAOGG ACCACTTOAC GGTCTGGTCA 
12481 CCCGGCTOCG AGAGCTCGG? GTACCTGAGA CGCGAGTAAO CCCTTGAGTC AAAGACGTAG 
12541 TCGTTCCAAG TCCGCACCAG OTACTCATAT CCCACCAAAA AGTGCGGCGG CGGCTOGOGG 
i2601 TAGAGGGGCC AGCGTAGQGT GGOCGGGGCT CCGGGGGOGA GGTCTTCCAA CATAAGGCGA 
12661 TCATA3CCCT AGATCTACCT GGACATCCAG CTGATOCCGG CGGCGGTOGT GGAGGOGCGC 
12721 OGAAAGTCGC GGACGCGGTT CCAGATGTTG CGCAGCGGCA AAAAGTOCTC CATX5GTCGGO 
12761 ftCGCTCTSGC CG&TGAGGCG TCCGCAGTOG TTCACGCTCT AGAGCQTCCA AAAGGAGAGC 
12841 CTCTAAGCGG GCACTCTTCC QIQOICIQGT GGATAAATTC CCAAGGGTAT CATCGCGGAC 
12901 ■GAOOGGGGTT CGAAOCCCOG ATCCGGCCGT CCGCCCTOAT CCATCCGGTT ACCGCCOCCG 
12961 TCTCGAACCC AGGTOTCCGA CGTCAGACAA CGGGGOAGCG CICCCTCTO Q CTICCOTCCA 
13021 CCCGCCGCGG CTCCTCCGCT AGCTTTTTTC GCCACTOGCC GCOCGCQQCG TAAGCGGTTA 
13081 OGCTOGAAAfi OGAAAGCATT AAGTCGCTCG CTCCCTGTAG CCGGAOGGTT ATTTTCCAAG 
13141 CGTTGAGTOG CAGGACOCCC GGTTOGAGTC TOGGGCCGGC CGGACIGCQG CGAACGQGGG 

13201 TOEttCCTCOC cgtcaikscaa gaccccgctt gcaaattcct ccggaaacag ggacgagccc 

13261 GTTrTXTGCT TTTCCCAGAT GCATOOGGTC CTGCGGCAGA TGCGCCCCCC TCCTCAGCAG 
13321 CGGCAAGAGC AAGAGCAGCG GCAGACATGC AGGGCACCCT CCOCTTCOCC TACCGCGTCA 
13381 GGAGGGGCAA CATCCGCGGC TGACCCOQCG GCACATGGTC ATTACGAACC OCCGOGGOGC 
13441 icOGOCOGGC ACTACCTCOA CTTGGAGGAG GGCGAGGGCC TGGOGCGGCT AG6AO06CCC 
13501 TCTCCTCAGC GACACCCAAG GGTCCAGCTG AAGCGTGACA CGCGOGAGGC GTACGTGCCG 
13561 CGGCAGAACC TOTTTCGCGA COGGOAGGGA GAGGAGOCCG AGOAGATGCG GGATCGAAAG 
13621 TTCCACGCAG GGCGCGAGTT GOQGCATGGC CTGAACCCCG AGCGGTTGCT GCGC6AOGAG 
13681 GACTTTOAGC CCGACGCGCG GACCGGGATT AOTCCOGOGC GCGC ACACGT QGCGOCCGCC 
13741 GACCTCGTAA CCGCGTACGA CCAGAOGGTG AACCAGGAGA TTAACTTTCA AAAAAGCTTT 
13801. AACAACCACG TCCGCACGCT TGTOGOGOGC GAGGAGGTGG CTATAGGACT GATCCATCTG 
13861 TGGGACTTTO TAAGCGCGCT GGAGCAAAAC CCAAATAGCA AGCOGCTCAT OGCGCAGCTC 
13921 TTCCTTATAG TGCAGCACAG CAGOGACAAC GAGGCATTCA GQGATGOGCT GCTAAACATA 
13981 GTAGAGCCCG AGGGCCGCTG GCTCCTCGAT TTGATAAACA TTCTGCAGAG CATAGTGGTC 
14041 CAGGAGCGCA GCTTGAGCCT GGCTGACAAG GTCGCCGCCA TTAACTATTC CATCCTCAGT 
14101 CTGGGCAAGT TTTACGCCCG CAAGATATAC CATACCCCTT ACGTTCCCAT AGACAAGGAG 
14161 GTAAACATCG AGGGGTTCTA CATGCGCATG GCGTTCAAGG TCCTTACCTT GAGCGACGAC 
14221 CTOGGCOTTT ATCGCAACGA GCGCATCCAC AAGGCCGTCA GCGTCAGCCG GCGGCGOGAG 
14281 CTCAGCGACC GCGAGCTCAT GCACAGCCTG CAAAGGGCCC TGGCTQGCAC GGGCAGCGGC 
14341 GATAGAGAGG CCGAGTCCTA CTTTGACGCG GGCGCTGACC TGCGCTGGGC CCCAAGCCGA 
14401 CGCGCCCTOG AGGCAGCTCG GGCCGGACCT GGGCTGGCGG TGGCACCCGC GCGCGCTGGC 
14461 AACGTCGGCG GCGTGGAGGA ATATCAOGAG GACGATGAGT ACGAGCCAGA GGACGGCGAG 
14521 TACTAAGCGG TCATCTTTCT GATCAGATGA TGCAAGACGC AACGGACGGG GCGG1GCGGG 
14581 CGGCGCTGCA GAGCCAGCCG TCCGGCCTTA ACTOCACGGA OGACTOGCGC CAGGTCATCG 
14641 ACCGCATCAT GTCGCTCACT GOGCGTAACC CTCACGCCTT CCGGCAGCAG CCGCAGGCCA 
' 14701 ACCGGCTCTC CGCAATTCTO GAAGCGGTCG TCCCGCCGCG CGCAAACCCC ACGCACGAGA 
14761 AGGTCCTOGC GATCGTAAAC GCGCTGGCCG AAAACAGGGC CATCCGGCCC GATGAGGCCG 
14821 GCCTGGTCTA CGAOGGGCTG CTTCAGCGCG TGGCTOGTTA CAACAGCGGC AAGGTOCAGA 
14881 dcAACCTGGA CCGGCTGGTC GGGGATGTGC GCGAGGCCGT GGOGCAGCGT GAGCGOGOGC 
14941 AGCAGCAGGG CAACCTGGGC TCCATGGTTG CACTAAACGC CTTCCTCAGT ACACAGCCCG 
1S001 CCZJiOGTGCC GCGGGGACAG GAGGACTACA CCAACTTTGT GAGCGCACTG CGGCTAATCG 
1S061 TGACTGAGAC ACCGCAAAGT GAGGTCTACC AGTCCG GGCC AGACTATTTT TTCCAGACCA 
1S121 GTAGACAAGG CCTGCAGACC GTAAACCTCA GCCAGGCTTT CAAGAACTTC CAGGGGCTGT 
15181 GGGGQGTOCG GGCTCCCACA GGCGACCGCG GGACCGTCTC TAGCTTOCTG ACGCCCAACT 
15241 CGCGCCTCTT GCTGCTGCTA ATAGCGCCCT TCACGGACAG TGGCAGOGTG TCCCGGGACA 
15301 CATACCTAGG TCACTTGCTC ACACTGTACC GCGAGGCCAT AGGTCAGGCG CATGTGGACG 
15361 AGCATACTTT CCAGG AG ATT ACAAGTGTCA GCCGCGCGCT GGGGCAGGAG GACACGGGCA 
15421 GCCTGGAGGC AACCCTGAAC TACCTGCTGA CCAACCGGCG GCAGAAGATC CCCTCGTTOC 
15481 ACAGTTTAAA CAGCGAGGAG GAGCGCATCT TCCGCTATGT GCAGCAGAGC GTGAGCCTTA 
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15541 ACCTGATGCG CGACGGGGTA ACGCCCAGOG TGGCGCTGGA CATGACCGCG CCCAACATGG 
15601 AACCGGGCAX GTATGCCTCA AACCGGCCGT TTATCAATCC CCTAATCGAC TACT1X5CATC 
.15661 GCGOGGCCGC CGTGAACCCC GAGTATTTCA CCAATGCCAT CTTCAACCOC CACTCGCTAC 
15721 CGCGCCCTCG TTTCTACACC GGGGGhTTTG AGGTGCCCGA GGGTAACGAT G^TTCCTCT 
15781 OGGAOGACAT AGACGACAGC GTGTTTCCCC CGCAACCGCA GACCCTGCTA CfrOCTGCAAC 
15841 AGCGOGAGCA GGCAGAGGOG GCGCK30GAA AGGAAAGCTT CCCCAGGCCA AGCAGCTTCT 
15901 CCGATCTAGG COCTGCGGCC CCGCGGXCAG ATCCGAGTAG CCCATTTOCA AGCTTCAtCAQ 
15561 GGTCTTTTAC CAGCACTOGC ACCACCCGCC CGCCCCTGCT CGGCGAGGAG GAGTACCTAA 
16021 ACAACTCGCT GCTGCAGOC6 CAGOCOGAAA AGAACCTGCC TCCGGCATTT CCCAACAAOG 
1$081 GGATAGAGAG CCTAGTGGAC AAGATGAGTA GATCGAAGAC GTATCCGCAG GAGCACAGG6 
16141 ATGTGCCCGG CCCGCGCCCC CCCACCCGTC CTCAAAGGCA CGACCGTCAG CGGCOTCTOG 
16201 TGTGGGAGGA CGATGACTCG GCAGACGACA GCACCGTCCT GGATTTGGGA GGGAGTOGCA 
16261 ACCCGTTTGC GCACCTTOGC CCCAGGCXGG GGAGAATGTT TTAAAAAAAA AAAAAAAAAG 
16321 CATGATCCAA AATAAAAAAC TCACCAAGGC CATQGCACOC AGOGTTGGTT TXCTTCTATT 
16381 CCCCTTAGTA TCCAGOGOGC GGCGATGTAT GAGGAAGGTC COCCTCCCTC CTACGAGAGC 
16.441 CTCGTGAGCC CGGOGCCAGT GGCGGOGGCG CTOGCTTCCC CCTTCGATCC ICCpCTOGAC 
16501 CCGCCGTCTG TCCCTCCGCG GTACCttSCGG CCTACCGGGG OGAGAAACAO CATCCGTTAC 
16561 TCTCAGTTCG CACCCCTATT CGACACCACC CGTCTGTACC TTGTGGACAA CAAGTCAACG 
16621 CATOTGGCAT CCCTGAACTA CCAGAACGAC CACAGCAACT TTCTAACCAC OGTCATTCAA 
16681 AACAATGACT ACAGCCCGGO CGAGGCAAGC ACACAGACCA TCAATCTTOA CGACCGTTCG 
16741 CACTOGGGCG GCGACCTCAA AACCATCCTG CATACCAACA TCOCAAATCT GAAOGAGTTC 
16801 ATCTTTACCA ATAAGTTTAA QGCGCGGGTG ATGGTGTOGC GCTCGCTTAC TAAGGACAAA 
16861 CAQGTCGAGC TGAAATATCA GTOGOTGGAG TTCACGCTGC CCGAGGGCAA CTACTCOGAG 
16921 ACCATCACCA TAGACCTTAT GAACAACGCG ATCGTOGAfiC ACTACTTCAA AGTGQGCAGG 
16981 GAGAACGGGG TTCTCGAAAG OGACATCGGG GTAAAGTTTG ACACCCGCAA CTTCAGACTG 
17041 GGGTTTCACC CAGTCACTOG TGTTCTCATC CCTGGGGTAT ATACAAACGA AQCCTTCCAT 
17101 CCAGACATCA TTTTGCTGCC AGGATCCGGG G1GGACTTCA CCCACAGCCG CCTCAGCAAC 
17161 TTCTTOGGCA TCCGCAAGCG GCAACCCTTC CAGGAGGGCT TTAGGATCAC CTACGATGAC 
17221 CTCGAGGGTG GTAACATTCC CGCACTGTTG GATGTGGACG CCZACCAGGC AAGCTTAAAA 
172S1 -GATGAGACOG AACAGGGCGG GGATOGCGCA GGCGGCGGCA ACAACAGTCG CAGOGGCGOG 
17341 GAAGAGAACT CCAACGCGGC AGCCGCGGCA ATGCAGCCGG TCGAGGACAT GAACGATCAT 
17401 GCCATTCGCG GCGACACCTT TGCCACAOGG GOGGAGGAGA AGCGCGC3GA GGCCGAGGCA 
17461 GCGGCAGAAG CTGCCGCCCC CGCTGOGCAA CCCGAGGTOG AGAAGCCTCA GAAGAAACCG 
17521 GTCATCAAAC CCCTGACAGA GGACAGCAAG AAACGCAGTT ACAACCTAAT AAGCAATGAC 
17581 AGCACCTTCA CCCAGTACCG CAGCTGGTAC CTTGCATACA ACTACGGCGA CCCTCAGACC 
17641 GGGATCCGCT CATCGACCCT CCTTTGCACT CCTCACGTAA CCTGCGGCTC GGAGCAGGTC 
17701 TACTGGTCCT TCCCAGACAT GATGCAAGAC CCCGTGACCT TCCGCTCCAC GAGCCA GATC 
17761 AGCAACTTTC CGGTGGTGQG CGCCGAGCTG TTGCCCGTGC ACTCCAAGAG CTTCTACAAC 
17821 GACCAGGCCG TCTACTCCCA GCTCAICCGC CAGTTTACCT CTCTGACCCA CGTCTTCAAT 
17881 CGCTTTCCOG AGAACCAGAT TTTCGOGCGC CCGCCAGCCC CCACCATCAC CACCGTCAGT 
17941 GAAAACGTTC CTCCTCTCAC AGATCACGGG ACGCTACCGC TCCGCAACAG CATCGGAGGA 
18001 GTCCAGCGAG TCACCATTAC TGACGCCAGA CGCCGCACCT GCCCCTACGT TTACAAGGCC 
18061 CTCGGCATAG TCTCGCCGCG CGTCCTATCG AGCCGCACTT TTTGAGCAAA CATCTTCCATC 
18121 CTTATATCGC CCAGCAATAA CACAGGCTGG GGCCTGCGCT TCCCAAGCAA GATGTTTCGC 
. 18181 GGGGCAAAGA AGCGCTCCGA CCAACACCCA GTGCGCCTGC GCGGGCACTA CCGCGCQCCC 
18241 TGGGGCGCGC ACA>*CG6GG CCGCACTGGG CGCACCACCG TCGATGACGC CATTCACGCG 
18301 GTGGTCGAGG AGGCGCGCAA CTACACGCCC ACGCCGCCAC CAGTGTCCAC AGTGGACGCG 
18361 GCCATTCAGA CCGTOGTGCG CGGAGCCOGG CGTTATGCTA AAATGAAGAG ACGGCGGAGG 
18421 CGCGTAGCAC GTCGCCACCG CCGCCGXCCC GGCACTCCCG CCGAACGCGC GGCGGCGGCC 
18481 CTCCTTAACC GOGCAOGTCXS CACCGGCCGA CGGGCGGCCA TGCGGGCOGC TCGAAGGCTG 
18541 GCCGCGGGTA TTGTCACTCT GCCCCCCASG TCCAGGCGAC GAGCGGCCGC CGCAGCAGCC 
18601 GCGGCCATTA GTCCTATGAC TCAGGGTOGC AGGGGCAACG TGTACTCGGT GCGCGACTCG 
18661 GTTAGCGGCC TGCGCGTGCC CGTGCGCACC CGCCCCCCGC GCAACTAGAT TCCAAGAAAA 
18721 AACTACTTAG ACTCGTACTC TTGTATGTAT CCAGCGGCGG CGGCCCGCAA CGAAGCTATC 
18781 TCCAAGCGCA AAATCAAAGA AGAGMGCTC CAGGTCATCG CGCCGGAGAT CTATGGCCCC 
18841 CCCAAGAAGG AAGAGCAGGA TTACAAGCCC CGAAAGCTAA AGCGGGTCAA AAAGAAAAAG 
18901 AAAGATCATG ATCATGATGA ACTTCACGAC GAGGTGGAAC TGCTGCACGC AACCGCGCCC 
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18961 AGGCGGCGGG TACAG0X5GAA hPGTCGbCGC GTAAGACCTG TTTTGOGACC OQGCAOCAC C 
19021 CTAGTXTTXA CGCCCGGTGA CCGCTCCACC OGCACCTACA AGGGCGTGTA TGATGAGGTG 
19081 TACGGCGAOG AGGACCTGCT TCAGCAGGCC AACGAGCGCC TCGGGGAGTT TGCCTAOGGA 
19141 AAGCGGCATA AGGACA3OTT GGCGTTCCCG C1GGACGAGG CCAACCCAAC A05TAGOCTA 
19201 AAGCCCGTCA CACTGCAGCA GGTGCTCCCC ACGCTTGCAC CGTCCGAAGA AAAGCGCGGC 
19261 CTAAAGCGCG AGTCTCGTGA C1TCGCACCC ACCCTCCAGC TCATOGEACC CAAGCGCCAG 
19321 CGACTCGAAG ATCTCTTOGA AAAAATGACC CTOGAGCCTO GGCTGGAGCC CGAGGTCCGC 
19381 GTGCGGCCAA TCAAGCAGGT CGCACOGGOA CTCGGOGTGC AGACCGTCGA CGTTCAGATA 
19441 CCCACCACCA GTAGCACTAG TATTCOCACT GCCACAGAGG GCATGGAGAC ACAAACGTCC 
19501 CCGG1TCCCT CGGOGGTGGC AGATGCCGCG GTGCAGGCGG CCCCTGCGGC CGOGTCCAAA 
19S61 ACCTCTACGG AGGTGCAAAC GGACCCGTGG ATGTTTCGCG TTTCAGCCCC CCGGOGCCCC 
19621 CGCCGTTCCA GGAAGTACGG CACCGCCAGC GCACTACTOC CCGAAIATCC CCTACAICCT 
19681 TCCATCGOGC CTACCCCCGG CTATCCTCCC TACACCTACCGOXXyuSAAG ACGAGOGACT 
19741 ACCCGACGCC GAACCACCAC TCGAACCOGC CGCCGCCGTC GCCGTOGCCA GCCCGTOCTC 
19801 ecCCCGATTT CCGTGCGCAG GGTCGCTCGC GAAGGAGGCA GGACCCTCGT GCTCCCAACA 
19861 GCGCGCTACC ACCCCAGCAT CGTTTAAAAG CCGGTCTTTC TOGTTCITCC AGATATCGCC 
19921 CTCACCTCCC GCCTCCGT1T CCCGGTOCCG GGATTCCCAG GAAGAATCCA CCGTAGGAGC5 
19981 GGCAXGGCCG GCCACGGCCT GACGGGCGGC ATGCGTCGTG CGCACCACCG GCGGCGGCGC 
20041 G03TOGCACC GTOGCATCCG CGGCGGTATC CTCCCCCTCC CTATTCCACT GATCGCCGCG 
20101 GCGATTGGCG CCGTGCCCGG AATTCCATCC GTGGCCTTGC AGGCGCAGAG ACACTGATXA 
20161 AAAACAAGTT GCATCTOGAA AAATCAAAAT AAAAAGTCTC QAGTCTCACG CTOGCTTCGT 
$0221 CCTGTAACTA TTTTCTAGAA TGGAAGACAT CAACTTTCCG TCTCTOGCCC CGCGACACGG 
20281 CTCGCGCCCG TTCATCGGAA ACTGGCAAGA TATCGGCACC AGCAATATGA GCGGTGGCGC 
20341 CTTCAGCTOG GGCTOGCTCT GGAGCGCCAT TAAAAATTTC OGTTCCACCA TTAAGAACTA 
20401 TOGCAGCAAG GCCTCGAACA GCAGCACAGG CCAGATGCTO AGGGACAAGT TGAAAGACCA 
20461 AAATTTCCAA CAAAAGGTOG TAGATGCCCT <5GCCTCK3GC AMAGCGGGG TGGTCGACCT 
20521 GGCCAACCAG GCASTCCAAA ATAAGATTAA CAGTAAGCTT GATCCCCGCC CTCCCGTOGA 
20581 GGAGCCTCCA CCGGCCGTGG AGACAGTCTC TCCAGAGGGG CGTCGCGAAA AGCGTCCGCG 
20641 GCCCGACAGG GAAGAAACTC TGGTCAOGCA AATAGATGAG CCTCCCTMT ACGAGGAG^ 
20701 ACTAAAGCAA GGCCTCCCCA CCACCOGTCC CATCGCGCCC ATOGCTACOG GAGTCCTGOG 
20761 CCAGCACACA CCTGTAAOGC TCGACCTOCC TCCCCCCGCT GACACCCAGC AGAAACCTCT 
20821 GCTGCCAGGG CCGTCCGCCG TTGTTGTAAC CCGCCCTAGC CGCGCGTCCC TGCGCCGTOC 
20881 OGCCAGCGGT CCGCGATCGA TCCGGCCCGT AGCCAGTGGC AACTGGCAAA GCACACTGAA 
20941 CAGCATCGTC GGTCTGGGGG TCCAATCCCT GAAGCGCCGA OGATCCTTCT AAATAGCTAA 
21001 CGTOTCGTAT GTGTCATGTA TGCGTCCATG TCGCCGCCAG AGGAG CTOCT GAGCCCCCG? 
21061 GOGCCCGCTT TCCAAGATCG CTACCCCTTC GATCATCOCG CAGTGCTCTT ACATCCACAT 
21121 CTCCGGCCAG GACGCCTCGG AGTACCTGAG OCCCGGGCTC CTCCAGTTTG CCCGCGCCAC 
21181 CGAGACGTAC TTCAGCCTGA ATAACAAGTT TPAGAAACCCC ACGGTGGCAC CTACGCACGA 
21241 CGTAAOCACA GACCGGTCCC AGCGTTTGAC GCTGCGGTTC ATCCCTGTOG ACOGOGAGGA 
21301 TACCGOGTAC TCGTACAAAG OGOGGTTCAC CCTOGCTGTG GGTCACAACC GTOTCCTTGA 
21361 TATGGCTTCC ACGTACTTTG ACATCCGCGG CGTCCTCGAC AGGOGGCCTA CTTTTMGCC 
21421. CTACTCCGGC ACTGCCTACA ACGCTCTAGC TCCCAAGGGC GCTCCTAACT CCTCTCAGTC 
21461 GGAACAAACC GAAGATAGCG GCOGGGCAGT TGCCGAGGAT GAAGAAGAGG AAGATGAAGA 
• 21541 TCAAGAAGAG GAAGAAGAAG AGCAAAAOGC TCGAGATCAG GCTACTAAGA AAACACATGT 
21601 CTATGCCCAG GCTCCTTTGT CTGGAGAAAC AATTACAAAA AGCGGGCTAC AAATAGGATC 
21661 AGACAATGCA GAAACACAAG CTAAACCTGT ATAOGCAGAT CCTTCCTATC AACCAGAACC 
21721 TCAAATTGGC GAATCTCAGT GGAACGAAGC TCATCCTAAT GCGGCAGGAG GGAGAG TCCT 
21781 TAAAAAAACA ACTCCCATGA AACCATGCTA TGGATOTAT GCCAGGCCTA CAA^CTTT 
21841 TGGTGGTCAA TCCGTTCTGG TTCCGGATOA AAAACGGGTG CCTCTTCCAA ^CTOGACOT 
21901 GCAATTCTTC TCAAATACTA CCTCTTTGAA OGACCGGCAA GGCAATGCTA CTAAACCAAA 
21961 AGTGGTTTTG TACAGTCAAG ATGTAAATAT GGAAAC^OCA GACACACATC TCTCTTACAA 
22021 ACCTCGAAAA GGTCATCAAA ATTCTAAAGC TATGTTOGGT CAACAATCTA TGCCAAACAG 
22081 ACCCAATTAC ATTGCT1TCA GGGACAATTT TATTGGCCTA ATGTATTATA ACACCACTGG 
22141 CAACATCGGT GTTCTTGCTG GTCAGGCATC GCAGCTAAAT GCCGTGGTAG ATTTGCAAGA 
22201 CAGAAACACA GAGCTGTCCT ATCAACTCTT GCTTGATTCC ATAGCTGATA GAACCAGATA 

22261 rrrrrcTATG tcgaatcagg ctctagacag ctatgatcca gatgttagaa tcattcaaaa 

22321 CCATGGAACT GAGGATGAAT TCCCAAATTA TTGTTrTCCT cttgggggta ttggggtaac 
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.22381 TGACACCTAT CAAGCTATTA AGGCTAATGG CAATGGCTCA GGCGATAATC GAGAIACTAC 
22441 ATGGACAAAA GATCAAACTT 1TCCAACACG TAATCAAATA GGAGTGGGTA ACAACTTTGC 
22501 CATCGAAATT AaCCTAAATG CCAACCTATO CAGAAATTTC CTTTACTCCA ATATTGOOCT 
22561 GTACCTOCCA GACAACCXAA AATACAACCC CAC^ATGTC GAAATATCTG ^AACCOCAA 
22621 CACCTACGAC TACATCAACA AGCGAGTGGT GGCTCCCGGG CXTCTftGACT GCTACACTAA 
■22681 CCTTGGGGCG CGCTGGTCTC TCCACIACAT GGACAACGTT AATCCCTTTA ACCA CCAC CC 
2SS S« CTCOGTTATC GCTCCATGTT COTGGGAAAC OGOCGC^OS TGCCCTTTCA 
22801 CATTCAGGTC CCCCAAAAGT TTTTTSCCAT TAAAAACCTC CTCCTCCTGC CAGGCTCATA 
22861 TACATATQAA TOCAACWCA COAAOSATCT TAACATGCTT CTGCAGAGCT CTCTCOGAAA 
22921 CGMCmSA GT1GACCGGC CTAGCATCAA GTTTGACAGC ATTTGTCTTT AC6CCACCTT 
£S£ S^CcSS SSJSS CGGCCICCAC CCTC^A.GCC ATOCTCACAA ATGA^OCAA 
23041 CGACCA6TCC 1TEAATCACT ACCTTTCOGC CGCCAACATO CTATACCCCA TACCCGCCAA 
23101 ogSSac GTCCCCATCT CCATCCCATC GCGCAACOGG GCAGCATTTC gcggttgggc 
SiS C^Sc^ 1TOAAGACAA AGGAAACCCC TTCCCTGGGA TCA^CTAOG ACCCTTACTA 
23221 CACCTACTCT CGCTCCAIAC CATACCTTSA CGGAACCTTC TATCOTAATC ACACCCTTAA 

"SJ SSSS attacctttg AercrnxriGT tagctggccg ogcaaosacc gcctccttac 
Mslt'woeewkaows tttgagatpa aacgctcact tcacggggag ggctacaaog tagctcagtg 
lllil caaSJgac? aagSSgct tcctgg^a gatcttqgcc aactacaata toggctacca 

11111 SSJcS OTcS GCTACAAGGA CCGCATCTAC TCGTTCTTCA GAAACTTCCA 

lltli SScatSgc Sgcaagtog tigacgatac taaatacaag oactatcagc acgotggaat 

Hill SSSScAG C^ACAACT CAGGATTCGT AGGCTACCTC GCTCCCACCA TCCCCGAGGG 
lllll AcS££2 CCCGCCAACO TOCCCTACOC ACTAATAGGC AAAACOGCGG TTSACAGTAT 
lllil ScSSS SSiiSS GCGATCGCAC CCTOWOOGC ATOCCA^ CCAGTAACTT 
23761 TATGTCCATG OGCGCACTCA CAGACCICGG CCAAAACCTT CTCTAOCOCA ACTCOGTOCA 
23821 CGCGCTAGAC ATGACTTTTG AGGTGGATCe CATGGACGAG COCACCCTTC ^ATGTTTT 
23881 GTTTGAAGTC TTTGACGTCG TCCGTSKJCA CCAGCCGCAC OGCGCOGTCA TCGAGACOTT 
GTACCTCCCC ACGCCCTTCT CGGCCGGCAA OSCCACAACA flAAAAGAAGC AAGCAACATC 
lloA SSSS GOTCCAG1GA GCAGGAACTG ^£^TG ^££T 

24061 TGGTTGTOGG CCAXATTTTT TGGGCACCTA TGACAAGCCC TTTCCAGGCT TTGTTTCTCC 
24121 aSSaISc gSSS TACTCAATAC OOCCOGTC3C OAGACTG^ OO^ACAC^ 

t>41fil cvtqgccttt gcctogaacc cgcgctcaaa aaca*tgctac ctctttoagc cctttogcttt 
242" SSgISaI SSSagc aqgtttacca cotigaotac oaotcactcc ^coccgtag 

24301 CGCCATTGCT TCT1CCCCCG ACOGCTGTAT AACGCTOGAA AAOTCCACCC AAAGOGTGCA 
24361 ggggcccaac TCGGCCGCCT CTGGACTATT CIGCTGCATG TTTCTCCACG CCTTTGCCAA 
OTG^^AA ACTCCCATCG AlCACAACCC CACCA1GAAC CTTATTACCG GCGTACCCAA 

11JS SSaSS? aSScS aggSgcc caccctoogt cocaaccagg aacagctcta 

24541 SoCTTCCTC GAG^CCACT CGCCCTACTT CCGCAGCCAC AGTOCGCAGA TTAGGAGCGC 

Itlil SSSSt tctcacttga aaaacatgta aaaataatgt ACTAGGA6AC actttcaata 

2466; S^ATTO TACAC^G GGTGAT^TT TAOCCCGCAC ^CTTGOOGTC 

ISlSi ?cgSgaag? SSScca cmgctccgc accatcacca ACCC6TTTAG CAGGTCGGGC 
2US1 GgSSatS JgAAGtScA GTTGGGGCCT CCGCCCTGCG CGCGCGAGTT 6CGATOCACA 

• IZ\ SSSSSS acSS ta^agcgcc 0^°^ ^SSc^ 

25021 TO3GAGATCA CATCCGCCIC CAGGTCCTCC GCGTTGCTCA GGCCGAACGG AGTCAACTTT 
25081 GGTAC^C TTCCCAAAAA GGGTQCATGC CCAGGCTTTO A6T1GCACTC GCACCGTAGT 
Hill ^StCA^ gGTgScGTG CCCGGTCTOG GCGTTAGGAT ACaGCGCCTG CATGAAAGCC 

252oi SgaSS SS^ccac ciga™ o^ccttcag 

oc-jc-i TmrCGGJiAA ACTCATTGGC CGGACAGGCC GCGTCATGCA OGCAGCACCT TCCOTW^l^ 
2 "" O^CAC CGO^TCA ^^c C 

^soi SSSS IogScagcc cgtgggctcg tggtgctot aggttacctc tgcaaacgac 

TGC^GGTACG CCTGCAGGAA TCGCCCCATC ATCCTCACAA AGGTCTTGTT GCTGGTGAAG 

lllil ScagSJS acccccggtg crccrcGrrr agccaggtct tccatacggc cgccacagct 
lllll ^^S^T caggcagtag citgaagttt gcctttagat cgttatccac gtggtacttc 

Hi A tcS^AcI CgSgSgC C1GCA1GCCC TTCTCCCACG CAGACACGAT CGGCAGGCTC 
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2S801 AGOGOGTTTA TCACCGTCCT OTCACTTTCC GCT3CACTOG ACTCTTCCTT TTCCTCTTOC 
2S861 GTCCGCATAC OXGCGCCAC TCGGTOfflCT TCATTCMCC GCCGCACCGT GCGCTTACCT 
25921 CCCTTOCCGT GCTTCATTAG CACCGGTGGG TTCCTGAAAC CCACCATTTO TAGCCCCACA 
2J5981 TCTTCTCTIT CTTCCTCGCT GTCCAOGA3C ACCTCTGQQG ATCCCGOGCG CTfcGOGCTTC 
260.41 GGAGAGGGGC GCTTCTTTTT C TTT TTC GAC GCAATGGCCA AATCCGCCGT OCAGCTCCAT 
2£101 GGCCGCGGGC TOGGTCTCCG CGGCACCAGC GCATCTTCTG AOGAGTCTTC T1CGTCCTCG 
26161 GACTCGAGAC GCCGCCTCAG CCGCTTTTTT GGGGGCCCGC GGGGAGGCGG CGGCGACGCC 
26221 GACGGGGAOG ACACGTCCTC CATC3OTTCGT CGACCTCGOG CCGCACCGCC TCCGOGCTOG 
26281 OOfiGTCOTTT CGCGCTGCTC COCTTCCCGA CTCCCCATTT CCITCTCCTA TAGGCAGAAA 
26341 • AAGATCATCG AGTCAGTCGA GAAGGAGGAC AOCCTAACCG GCCCCTT3CA GTTOGCCACC 
26401 ACOGCCTCCA CCGATCCCCC CAACGCGCCT ACCACCTTCC CCGICGAGGC ACCCCCGCTT 
26461 GAGGAGGAGG AAGTCATTAT CGAGCAGGAC CCAGGTTTTC TAAGCGAAGA CGACGAGGAT 
26521 CCCTCAGTAC CAACAGAGGA TAAAAAGCAA GACCAGGACG ACGCAGAGGC AAACGAGGAA 
26581 CAAGTOGGGC GGGGGOACCA AAGGCATGGC GACTACCTAC ATOTCGGAGA CGACCTOCTC 
26641 TTGAAGCATC TGCAGCGCCA GTCCGCCATT ATCTCCGACG CGTTCCAAGA GCCCAGCGAT 
26701 GTGGCCCTOG CCA35AGCOGA TCTCAGCCTT GCCTAOGAAC GCCACCTGTT CKACCGOGC 
26761 GTACCCCCCA AAOGCCAAGA AAACGGCACA TCCGAGCCCA ACCCGCOCCT CAACTTCTAC 
26821 OOOGTATT1X5 CCGTCCCAGA GGTOCTTGCC ACCTATCACA TCTTTTTCCA AAACTGCAAG 
26881 ATACCCCTAT GCTGCCGTGC CAACCCCAGC CGAGCGGACA AGCAGCTCGC CTMCGGCAG 
26941 GGCGCTGTCA TACCTGATAT CGCCTOGCTC GACGAAGICC CAAAAATCTT TCAGGGTCTT 
27O01 GGACGCGACG AGAAAOGCGC GGCAAACGCT CTCCAACAAG AAAACAGCGA AAATOAAAGT 
27061 CACTGTGGAG TGCTGGTGOA ACTTGAGGGT GACAAOGCGC GCCTAGCCGT GCTGAAAOGC 
27121 AGCATOGAGG TCACCCACTT TGCCTACCCO GCACTTAACC TACCCCCCAA GGTTATCAGC 
27 181 • ACAGTCATCA GCGAGCTCAT CGTCOGCOGT GCACGACCCC TCGAGAGGGA TGCAAACTTC 
27241 CAAGAACAAA CCGAGGAGGG CCTACCCGCA GTTGGCGATO AGCAGCTCGC GCGCTGGCTT 
27301 GAGACfGCGCG AGCCTGCCGA CTTGGAGGAC OGAOGCAAGC TAATCATCGC CGCAGTOCTT 
27361 GTTACCGTCG AGCTTGAGTG CATGCAGCGG TT C CTP GCTg ACCCGGAGAT GCAGCGCAAG 
27421 C1AGAGGAAA CGTTCCACTA CACCTTTCGC CASGGCTACG TGCGCCAGGC CTCCAAAATT 
27481 TCCAACGTCG AGCTCTGCAA CCTGGTCTCC TACCTTOGAA TTTTCCAOGA AAACCGCCTC 
27541 GGGCAAAACG TCCTTCATTC CACCCTCAAG GGCGAGGCGC GCCGCGACTA CGTCCGCGAC 
27601 TCOGOTTACT TATTOCTCTG CTACACCTGG CAAACGGCCA TGGGCGTGTC GCAGCAAK3C 
27661 CTGGAGGAGC GCAACCTAAA GGAGCTGCAG AAGCTGCTAA AGCAAAACTT GAAGGAOCTA 
27721 TOGACGGCCT TCAACGAGCG CTOCGTGGCC GCGCACCTGG CGGACATTAT CTTCCCCGAA 
27781 CGCCTGCTTA AAACCCTGCA ACAGGGTCTC CCAGACTTCA CCAGTCAAAG CATCTTGCAA 
27841 AACTTTAGGA ACTTTATCCT AGAGCGTTCA GGAATTCTGC CCGCCACCTO CTOTCCGCTT 
27901 CCTAGCGACT TTGTGCCCAT TAAGTACCGT GAATCCCCTC CGCCGCTTTO GGGTCACTCC 
27961 TACCTTCTGC AGCTAGCCAA CTACCTTGCC TACCACTCCG ACATCA3X2GA AGACGTCAGC 
28021 CGTCACGGCC TACTCGAGTG TCACTGTCGC TOCAACCTAT GCACCCCGCA CCGCTCCCTG 
28081 GTCTGCAATT CGCAACTGCT TAGCGAAAGT CAAATTATOG GTACCTTTOA GCTGCAGGGT 
28141 CCCTC G CCTg ACGAAAAGTC CGCGGCTCCG GGGTTCAAAC TCACTCCGGG GCTCTGGACG 
28201 TCGGCTTACC TTCGCAAATT TCTACCTGAG GACTACCACG CCCACGAGAT TAGGTTCTAC 
28261 GAAGACCAAT CCCGCCCGCC AAATCCGGAG CTTACCGCCT GOGTCATTAC CCAGGGCCAC 
28321 ATCCTTGGCC AATTGCAAGC CATCAACAAA GCCCGCCAAG AGTTTCTGCT ACGAAAGGGA 
28381 CGGGGGGTTT ACCTCGACCC CCAGTCCGGC GAGGAGCTCA ACCCAATCCC COCGCCGCCG 
' 28441 CAGCCCTATC AGCAGCCGCG GGCCCTTGCT TCCCAGGATG GCACCCAAAA AGAAGCTGCA 
28501 GCTGCCGCCG CCQCCACCCA CGGACGAGGA GGAATACTGG GACAGTCAGG CAGAGGAGGT 
28561 TTTGGACGAG GAGGAGG AGA TGATGGAAGA CTCGGACAGC CTAGACGAAG CTTCCGAGGC 
28621 CGAAGAGGTC TCAGACGAAA CACCGTCACC CTCX5GTCGCA TTCGCCTCGC CGGCGOCCCA 
28681 GAAATTGGCA ACCGTTCCCA GCATOGCTAC AACCTCCGCT CCTCAGGCGC CGCCGGCACT 
28741 GCCTCTTCGC CGACCCAACC GTAGATGGGA CACCACTOGA ACCAGGGCCG CTAAGTCTAA 
28801 GCAGCCGCCG CCGTTAGCCC AAOAGCAACA ACAGCGqcAA OGCTACCGCT CGTGGCGCGG 
28861 GCACAAGAAC GCCATAGTTG CT TC CTTGCA AGACTGTGGG GGCAACATCT CCTTCGCCCG 
28921 CCGCTTTCTT CTCTACCATC ACGGCGTGGC CTTCCCCCGT AACATCCTGC ATTACTACCG 
28981 TCATCTCTAC AGCCCCTACT GCACCGGCGG CAGCGGCAGC GGCAGCAACA GCAGCGGTCA 
29041 CACAGAAGCA AAGGCGACCG GATAGCAAGA CTCTGACAAA GCCCAAGAAA TCCACAGCGG 
29101 CGGCAGCAGC AGGAGGAGGA GCGCTGCCTC TGGCGCCCAA CGAACCCGTA TCGACCCGCG 
29161 AGCTTAGAAA TAGGATTTTT CCCACTCTGT ATGCTATATT TCAACAAAGC AGGGGCCAAG 
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29221 AACAAGAGCT GAAAATAAAA AACAGGTCTC TCOGCTCCCT CACCCGCAGC TCCCTCTATC 
29281 ACAAAAGCGA AGA1CAGCTT CGGCGCAOGC TCGAAGACGC GGAGGCTCTC TTCAGCAAAT 
29341 ACTCOGCGCT GACTCTTAAG GACEAGTTTC GCGCCCTTTC TCAAATTTAA GCGCGAAAAC 
29401 TACGTCATCT CCAGCGGCCA CACCOGGOGC CAGCACCTGT CGTCAGCCCC A'ErATCAGCA 
29461 AGGAAATTCC CACGCCCTAC ATOWGACTT ACCAGCCACA AATGGGACTT GCGGCTOGAG 
29521 CTGCCCAAGA CTACTCAACC CGAATAAACT ACATGAGCGC GGGACCCCAC ATCA3ATCCC 
•29581 GGGTCAACGG AATCCGCGCC CACCGAAACC GAATTCTCCT CGAACAGGCG CCTATTACCA 
29641 CCACACCTCG TAATAACCTT AATCCCCGTA GTTCGCCCGC TCCCCTOGTG TACCAGGAAA 
29701' tSTOCCGCICC CACCACTCTC GTACTTCCCA GAGACGCCCA GGCCGAAGTT CAGATGACTA 
29761 ACTCAGGGGC GCAGCTTGCG GGCGGCTTTC GTCACAGGGT GCGGTOGCCC GGGCAGGGTA 
23821 TAACTCACCT GAAAATCAGA GGGCGAGGTA TTCAGCTCAA CGACGAGTCG CTGAGCTCCT 
29881 CTCTTCGTCT CCGTCCGGAC GQGACATTTC AGATCGGCGG CGCTCGCOGC TCTTCATTTA 
29941 CGCCCCGTCA GGCGATCCTA ACTCTCCASA CCTCGTCCTC OGAGCCGOGC TCC GGAGG CA 
30001 TJQGAACTCT ACAATTTATT GAGGAGTTCG TCCCTTCGGT TOACTTCAAC CCCTTTTCTG 
30061 GACCTCCCGG CCACTACCCO GACCAGTTTA TTCCCAACTT TGAOGCGCTC AAAGACTOGG 
30121 CGGAOQGCTA CGACTGAATC ACCAGTCGAG AGGCAGAGOG ACTOCGCCTC ACACACCTCG 
30181 ACCACTGCCG CCGCCACAAG TCCTTTOCCC GCGGCTCOGG TCAGTTTTGT TACT1TGAAT 
30241 TGCCCGAAGA GCATATOGAG GGCCCGGOGC ACGGCGTCCG GCICACCACC CAGGTAGAGC 
30301 TTACACX5TAG CCTCATTCCG CAGTTTACCA ZGCGCCCCCT GCTAGTGGAG OGGGAGCGGG 
30361 CTCCCTCTCT TCTCACCGTC GTTTCCAACT GTCCTAACCC TCGATTACAT CAAGATCCTT 
30421 GTTGTCATCT CTCTPCTOAQ TATAATAAAT ACAGAAATTA GAATCTACTG GGGCTCCTCT 
30481 CGCGATCCTO TCAACGCCAC CCTTTTTACC CACCCAAAGC AGACCAAAQC AAACCTCACC 
30541 OCCGGTTTOC ACAAGCGGGC CAAEAAGTAC CTTACCTGGT ACTOTAACGG CTCTOCATTP 
30601 GTAATTTACA ACAGTTTOCA GCGAGACGAA GTAAGTTTOC CACACAACCT TCTCGGCTIC 
30661 AACTACACCG TCAAGAAAAA CACCACCACC ACCACCCTCC TCACCTGCCG GGAACGTACG 
30721 AGTGCGTCAC CGGTTCCTGC GCCCACACCT ACAGCCTOAG CCTAACCAQA CA0T ACTC CC 
30781 ATOTTTCCAA AACAGGAGGT GAGCTCAACT CCCGGAACTC AGGTCAAAAA AGCATTTTGC 
30841 GGOGTCCTOG GATTTTTTAA TTAAGTATAT GAGCAATTCA ACTAAC TCTA CAAGCTTCTC 
30901 TAATTTTTCT GOAATTCGGG TCGGGGTTAT CCTTACTCTT CTAATTCTCT TTATTCTTAT 
30961 ACTAGCACTT CTGTCCCTTA GGGT1GCCGC CTCCJCCACG CACGTTTGTA CCTATOGTCA 
31021 GCTTTTTAAA CGCTGGGGOC AACATCCAAG ATCAGGTACA TCATTTTAGG CTTOCTCGCC 
31081 CTTGCGGCAG TCTCCAGCGC TGCCAAAAAG CTTGAGTTTA AGGAACCAGC TTGCAATCTT 
31141 ACATTTAAAT CAGAAGCTAA TCAATCCACT ACTCTOATAA AATOCACCAC AGAACATGAA 
31201 AAGCTTATTA TTCGCCACAA AGACAAAATT GGCAAGTATC CTGTATATGC TATTT GGCAG 
31261 CCAGGTGACA CTAACGACTA TAATCTCACA GTCTTCCAAG CTCAAAATCG TAAAACTTTT 
31321 ATCTATAAAT TTCCATTTTA TCAAATGTGC GATATTACCA TCTACATSAG CAAACAGTAC 
31381 AAGTTCTGGC CCCCACAAAA GTCTTTAGAG AACACTGGCA CCTTTTGTTC CACCGCTCTG 
3 144 1 CTTATTACAG OGCTTGCTTT GGTATGTACC TTACTTTATC TCAAATACAA AAGCAGACGC 
31501 AGTTTTATTG ATGAAAAGAA AATCCCTTOA TTTTCCGCTT GCTTOTATTC CCCTCGACAA 
31561 TTTACTCTAT GTGGGATATG CTCCAGGCGG GCAAGATTAT ACCCACAACC TTCAAATCAA 
31621 ACTTTCCTGG ACGTTAGCGC CTGATTTCTG CCAGCGCCTG CACTGCAAAT TTGATCAAAC 
31681 CCAGCTTCAG CTTGCCTGCT CCAGAGATCA CCGGCTCAAC CATCGCGCCC ACAACGGACT 
31741 ATOGCAACAC CACTGCTACC GGACTAACAT CTGCCCTAAA TTTACCCCAA GTTCATGCCT 
31801 TTCTCAATCA CTOGGCGAGC TTGGACATGT GGTGGTTTTC CATAGCGCTT ATCTTTGTTT 
31861 GCCTTATTAT TATGTCGCTT ATTTC5TTGCC TAAAGCGCAG ACGCGCCAGA CCCCCCATCT 
31921 ATAGGCCTAT CATTOTCCTC AACCCACACA ATGAAAAAAT TCATAGATTG GACGGTCTGA 
3198X AACCATGTTC TCTTCTTTTA CAGTATGATT AAATGAGACA TGATTCCTCG AGTTCTTATA 
-32041 TTATTGACCC TTGTTGCGCT TTTCTGTGCG TGCTCTACAT TGGCCGCGGT CGCTCACATC 
32101 GAAGTAGATT GCATCCCACC TTTCACAGTT TACCTGCTTT ACGOATTTCT CACCCTTATC 
32161 CTCATC1GCA GCCTCGTCAC TGTAGTCATC GCCTTCATTC AGTTCA1TGA CTCGGTTTGT 
32221 GTGCGCATTG CGTACCTCAG GCACCATCCG CAATACAGAG ACAGGACTAT AGCTOATCTT 
32281 CTCAGAATTC TTTAATTATG AAACGGAGTC TCATTTTTGT TTTGCTGATT TTTTGCGCCC 
32341 TACCTGTGCT TTGCTCCCAA ACCTCAGCGC CTCCCAAAAG ACATATTTCC 1GCAGATTCA 
32401 CTCAAATATG GAACATTCCC AGCTCCTACA ACAAACAGAG CGATTTGTCA GAAGCCTCGT 
32461 TATACGCCAT CATCTCTGTC ATGGTrTTTT GCAGTACCAT TTTTG^CTA GCCATATMC 
32521 CATACCTTGA CATTGGCTGG AATGCCATAG ATGCCATGAA CCACCCTACT TCCCAGTGC 
32581 CCGCTGTCAT ACCACTCCAA CAGGTTATTC CCCCAATCAA TCAGCCTCGC CCCCCTTCTC 
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32641 CCACCOCCAC TGAGATTAGC TACTTTAATT TCACAGGTOG AGATGACTCA ATCTCTAGAT 
32701 CTAGAATTCG ATCGAATTAA CACCGAACAG GGCCTACTAG AAAGGCGCAA OGCOGOGTCC 
32761 GAGCGAGAAC GCCTAAAACA AGAAGTTCAA CACATCGTTA ACCTACACCA GTCTAAAAGA 
32821 GGTATCTTTT GTCTGGTCAA GCAGGCCAAA CTTACCTAOG AAAAAACCAC TAEcGGCAAC 
32881 CGCCTCAGCT ACAAGCTACC CACCCAGCGC CAAAAACTCG TGCTTATOCT GGGAGAAAAA 
32941 CCTATCACCG TCACCCAGCA CTCGGCAGAA ACAGAGGGCT GCCTGCACTT CCCCTATCAG 
33001 GGTCCAGAGG ACCTCTGCAC TCTTATTAAA ACCATCTCTC CTATTAGAGA TCTTATTCCA 
33061 TTCAACTAAC ATAAACACAC AATAAATTAC TTACTTAAAA TCAGTCAGCA AATCTTTCTC 
33121 CAGCTTATIC AGCATCACCT CCTOTCCTTC CTCCCAACTC TGGTATCTCA GCCGCCTTTT 
33181 AGCTCCAAAC TTTCTCCAAA GTTTAAATOG GATGTCAAAT TCCTCATCTT CTTGTCCCTC 
33241 *C*XACCCACT ATCTTCATAT TGTTCCAGAX GAAACGCGCC AGACCGTCTC AAGACACCTT 
33301 CAACCCCGTC TATCCATATG ACACAGAAAC CGGGCCTCCA ACTCTGCCCT TTCTTACCCC 
33361 1CC AT T TOTT TCACCCAATG GTTTCCAACA AACTCCCCCT GGAGTTCTCT CTCTAOGOCT 
33421 CTCCGAACCT TTGGACACCT CCCACQGCAT GCTTCOGCTT AAAATQGGCA GCGGTCTTAC 
33481 CCTAGACAAG GCCGGAAACC TCACC1CCCA AAATCTAACC AC1GTTACTC AGCCACTTAA 
33541 AAAAACAAAG TCAAACATAA GTTTOGACAC CTCCGCACCA CTTACAATTA CCTCAGGCGC 
32601 CCTAACAGTG GCAACCACCG CTCCTCTGAT AGTTACTAGC GGCGCTCTTA CCGTACACTC 
33661 ACAAGCCCCA CICACCGTGC AAGACTCCAA ACTAAGCATT GCTACTAAAG GGCCCATTAC 
33721 AGTOTCAGAT GGAAAGCTAG CCCTCCAAAC ATCACCCCCC CTCTCTGGCA GTGACAGCGA 
33781 CACCdTACT GTAACTGCAT CACCCCCGCT AACTACTGCC ACGGGTAfiCT TCGGCATTAA 
33841 GATGGAAGAT CCTATTTATC TAAATAATCG AAAAATAGGA ATTAAAATAA GCGGTCCTTT 
33901. GCAAGTAGCA CAAAACTCCG ATACACTAAC ACTAGTTACT GGACCAQGTC TCACCGTTCA 
33961 ACAAAACTCC CTTAGAACCA AAGTTGCAGG AGCTATTCGT TATGATTCAT CAAACAACAT 
34021 GGAAA1TAAA ACGGGCGGTG GCATCOGTAT AAATAACAAC 3TCTTAATTC TAGATGTGGA 
34081 TTACCCATTT GATCCTCAAA CAAAACTACG TCTTAAACTG GGGCAGGGAC GCCTCTA3CAT 
34141 TAATGCATCT CATAACTTGG ACATAAACTA TAACAGAGGC CTATACCTTT TTAATCCASC 
34201 AAAGAATACT AAAAAACTCG AAGTTAGCAT AAAAAAATCC AGTGCACTAA ACTTIGATAA 
34261 TACTGCCATA GCTATAAATG CAGGAAAGGG TCTGGAGTTT GATACAAACA CATCTGAG1C 
34321 TCCAGATATC AACCCAATAA AAACTAAAAT TGGCTCTGGC ATTCATTACA ATGAAAAOGG 
34381 TCCCATGATT ACTAAACTTG GAGOGGCTTT AAGCTTTCAC AACTCAGGGG CCATTACAAT 
34441 AGGAAACAAA AATGATGACA AACTTACCCT GTGGACAACC CCAGACCCAT CTCCTAACTG 
34501 CAGAATTCAT TCAGATAATG ACTGCAAATT TACTTTGGTT CTTAC AAAAT GTCGGAGTCA 
34561 AGTACTAGCT ACTGTAGCTG CTTT G GCTGT ATCTGGAGAT CTT0CATCCA TGACAGGCAC 
34621 CGTTCCAAGT GTTAGTATAT TCCTTAGATT TCACCAAAAC GGTCTTCTAA TGGAGAACTC 
34681 CTCACTTAAA AAACATTACT GG AACTTTAG AAATGGGAAC TCAACTAATC CAAATCCATA 
34741 CACAAATCCA GTTGGATTTA TGCCTAACCT 1CTAGCCTAT CCAAAAACCC AAAGTCAAAC 
34801 TGCTAAAAAT AACATTCTCA GTCAAGTTTA CTTGCATCGT GATAAAACTA AACCTATGAT 
34861 ACTTACCATT ACACTTAATG GCACTAGTOA ATCCACAGAA ACTAGCGAGG TAAGCA CTTA 
34921 CTCTATGTCT TTTACATGGT CCTGGGAAAG TGGAAAATAC ACCACTGAAA CTTTTCCTAC 
34981 CAACTCTTAC ACCTTCTCCT ACATTGCCCA GGAATAAAGA ATCGTCAACC TCTTGCATGT 
35041 TATGTTTCAA CGTGGGATCC TTTATTATAG GGGAAGTCCA CGCCTACATC GGGGTAGAGT 
35101 CATAATCGTC CATCAGGATA GGGCGGTCGT GCTGCAGCAG CGCGCGAATA AACTCCTCOC 
35161 GCCGCCGCTC CGTCCTGCAG GAATACAACA TCGCAGTGGT CTCCTCAGCG ATCATTCGCA 
,35221 CCGCCCGCAG CATGAGACGC CTTGTCCTCC GGGCACAGCA GCGCACCCTC ATCTCACTTA 
35281 AATCAGCACA GTAACTGCAG CACAGCACCA CAATATTCTT CAAAATCCCA CAGTGCAAGG 
35341 CGCTGTATCC AAAGCTCATG GCGGGGACCA CAGAACCCAC GTGGCCATCA TACCACAAGC 
35401 GCAGGTAGAT TAAGTCGCGA CCCCTCATAA ACACGCTGGA CATAAACATT ACCTCTTTTG 
35461 GCATGTTCTA ATTCACCACC TCCCGGTACC ATATAAACCT CTGATTAAAC ATGGCGCCAT 
35521 CCACCACCAT CCTAAACCAG CTGGCCAAAA CCTQCCCGCC GGCTATCCAC TCCAGGGAAC 
35581 CGGGACTGGA ACAATGACAG TGGAGAGCCC AGGACTCGTA ACCAT3GATC ATCATCCTCG 
35641 TCATGATATC AATCTTCGCA CAACACAGGC ACACGTGCAT ACACTTCCTC AGGATTACAA 
35701 GCTCCTCCCG CGTCAGAACC ATATCCCAGG GAACAACCCA TT CCTGA ATC AGCGTAAATC 
35761 CCACACTCCA GGGAAGACCT CGCACGTAAC TCACGTTGTC CATTGTCAAA GTGTTACATT 
35821 CGGGCAGCAG CGGATGATCC TCCAGTATGG TAGCGCGGGT CTCTGTCTCA AAAGGAGGTA 
35881 GGCGATCCCT ACTGTACGGA GTGCGCCGAG ACAACCGAGA TCGTCTTGGT CGTAGTGTCA 
35941 TGCCAAATGG AACGCCGGAG GTAGTCATAT TTCATCGACA CGGCACCAGC TCAATCAGTC 
36001" ACAGTGTAAA AAGGGCCAAG TACAGAGCGA GTATATATAG GACTAAAAAA TGACGTAACG 
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36061 CTTAAAGTCC ACAAAAAACA CCCAOAAAAC CGCACGOGAA CCTACGOCCA GAAACGAAAG 
36121 CCAAAAAACC CACAACTTCC TCAAATCTTC ACTTCCGTTT OCCCACGATA CGTCACTTCC 
36181 CATTTTAAAA AAACTACAAT TCCCAATACA TGCAAGTTAC TCCGCCCTAA AACCTACGTC 
36241 ACCCGCCCCG TTCCCACGCC CCCOCCCACG TCACAAACTC CACCCCCTCA TTftTCATATT 
36301 GGCTTCAATC CAAAATAAGG TATATTATCA TGATO 
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(1) GENERAL INFORMATION: 

5 

(i) APPLICANTS: Gregory, R.J., Armentano, D. , Couture, L.A., Smith, 
A.E. 

(ii) TITLE OF INVENTION: GENE THERAPY FOR CYSTIC FIBROSIS 

10 

(iii) NUMBER OF SEQUENCES: 9 

(iv) CORRESPONDENCE ADDRESS: 
15 (A) ADDRESSEE: LAHIVE & COCKFIELD 

(B) STREET: 60 STATE STREET, SUITE 510 

(C) CITY: BOSTON 

(D) STATE: MASSACHUSETTS 

(E) COUNTRY: USA 
20 (F) ZIP: 02109 

(V) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

25 . (C) OPERATING SYSTEM: PC-DOS /MS-DOS 

(D) SOFTWARE: ASCII 

(vi) CURRENT APPLICATION DATA: 
(A) APPLICATION NUMBER: 
30 (B) FILING DATE: 02 -DEC- 1993 

(C) CLASSIFICATION: 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 07/985,478 
35 (B) FILING DATE: 02-DEC-1992 

(C) CLASSIFICATION: 

(viii) ATTORNEY/ AGENT INFORMATION: 

(A) NAME: Hanley, Elizabeth A. 
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(2) INFORMATION FOR SEQ ID NO:l: 

50 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6129 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

55 

(ii) MOLECULE TYPE: CDNA 
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10 



20 



40 



(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 133.. 4572 



<xi) SEQUENCE DESCRIPTION: SEQ ID NO;l: 



AATTGGAAGC AAATGACATC ACAGCAGGTC AGAGAAAAAG GGTTGAGCGG CAGGCACCCA 60 
GAGTAGTAGG TCTTTGGCAT TAGGAGCTTG AGCCCAGACG GCCCTAGCAG GGACCCCAGC 120 



GCCCGAGAGA CC ATG CAG AGG TCG CCT CTG GAA AAG GCC AGC GTT GTC 168 
Met Gin Arg Ser Pro Leu Glu Lys Ala Ser Val Val 
15 1 5 io 



TCC AAA CTT TTT TTC AGC TGG ACC AGA CCA ATT TTG AGG AAA GGA TAC 216 
Ser Lys Leu Phe Phe Ser Trp Thr Arg Pro lie Leu Arg Lys Gly Tyr 
15 20 25 

AGA CAG CGC CTG GAA TTG TCA GAC ATA TAC CAA ATC CCT TCT GTT GAT 264 
Arg Gin Arg Leu Glu Leu Ser Asp lie Tyr Gin lie Pro Ser Val Asp 
30 35 40 

25 TCT GCT GAC AAT CTA TCT GAA AAA TTG GAA AGA GAA TGG GAT AGA GAG 312 
Ser Ala Asp Asn Leu Ser Glu Lys Leu Glu Arg Glu Trp Asp Arg Glu 
45 50 55 60 

CTG GCT TCA AAG AAA AAT CCT AAA CTC ATT AAT GCC CTT CGG CGA TGT 360 
30 Leu Ala Ser Lys Lys Asn Pro Lys Leu lie Asn Ala Leu Arg Arg Cys 

65 70 75 

TTT TTC TGG AGA TTT ATG TTC TAT GGA ATC TTT TTA TAT TTA GGG GAA 408 
Phe Phe Trp Arg Phe Met Phe Tyr Gly lie Phe Leu Tyr Leu Gly Glu 
35 80 85 90 

GTC ACC AAA GCA GTA CAG CCT CTC TTA CTG GGA AGA ATC ATA GCT TCC 456 
Val Thr Lys Ala Val Gin Pro Leu Leu Leu Gly Arg He He Ala Ser 
95 100 105 



TAT GAC CCG GAT AAC AAG GAG GAA CGC TCT ATC GCG ATT TAT CTA GGC 504 
Tyr Asp Pro Asp Asn Lys Glu Glu Arg Ser He Ala He Tyr Leu Gly 
110 115 120 



45 ATA GGC TTA TGC CTT CTC TTT ATT GTG AGG ACA CTG CTC CTA CAC CCA 552 
He Gly Leu Cys Leu Leu Phe He Val Arg Thr Leu Leu Leu His Pro 
125 130 135 140 

GCC ATT TTT GGC CTT CAT CAC ATT GGA ATG CAG ATG AGA ATA GCT ATG 600 
50 Ala He Phe Gly Leu His His lie Gly Met Gin Met Arg He Ala Met 
145 150 155 

TTT AGT TTG ATT TAT AAG AAG ACT TTA AAG CTG TCA AGC CGT GTT CTA 648 
Phe Ser Leu He Tyr Lys Lys Thr Leu Lys Leu Ser Ser Arg Val Leu 
55 160 165 170 
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GAT AAA ATA AGT ATT GGA CAA CTT GTT AGT CTC CTT TCC AAC AAC CTG 696 
Asp Lys lie Ser lie Gly Gin Leu Val Ser Leu Leu Ser Asn Asn Leu 
175 180 185 

5 

AAC AAA TTT GAT GAA GGA CTT GCA TTG GCA CAT TTC GTG TGG ATC GCT 744 
Asn Lys Phe Asp Glu Gly Leu Ala Leu Ala His Phe Val Trp lie Ala 
190 195 200 

10 CCT TTG CAA GTG GCA CTC CTC ATG GGG CTA ATC TGG GAG TTG TTA GAG 792 
Pro Leu Gin Val Ala Leu Leu Met Gly Leu lie Trp Glu Leu Leu Gin 
205 210 215 220 



GCG TCT GCC TTC TGT GGA CTT GGT TTC CTG ATA GTC CTT GCC CTT TTT 840 
15 Ala Ser Ala Phe Cys Gly Leu Gly Phe Leu lie Val Leu Ala Leu Phe 

225 230 235 

CAG GCT GGG CTA GGG AGA ATG ATG ATG AAG TAC AGA GAT CAG AGA GCT 888 
Gin Ala Gly Leu Gly Arg Met Met Met Lys Tyr Arg Asp Gin Arg Ala 
20 240 245 250 

GGG AAG ATC AGT GAA AGA CTT GTG ATT ACC TCA GAA ATG ATT GAA AAT 936 
Gly Lys lie Ser Glu Arg Leu Val lie Thr Ser Glu Met lie Glu Asn 
255 260 265 

25 

ATC CAA TCT GTT AAG GCA TAC TGC TGG GAA GAA GCA ATG GAA AAA ATG 984 
lie Gin Ser Val Lys Ala Tyr Cys Trp Glu Glu Ala Met Glu Lys Met 
270 275 280 

30 ATT GAA AAC TTA AGA CAA ACA GAA CTG AAA CTG ACT CGG AAG GCA GCC 1032 
lie Glu Asn Leu Arg Gin Thr Glu Leu Lys Leu Thr Arg Lys Ala Ala 
285 290 295 300 

TAT GTG AGA TAC TTC AAT AGC TCA GCC TTC TTC TTC TCA GGG TTC TTT 1080 
35 Tyr Val Arg Tyr Phe Asn Ser Ser Ala Phe Phe Phe Ser Gly Phe Phe 

305 310 315 



GTG GTG TTT TTA TCT GTG CTT CCC TAT GCA CTA ATC AAA GGA ATC ATC 1128 
Val Val Phe Leu Ser Val Leu Pro Tyr Ala Leu lie Lys Gly lie He 
40 320 325 330 

CTC CGG AAA ATA TTC ACC ACC ATC TCA TTC TGC ATT GTT CTG CGC ATG 1176 
Leu Arg Lys He Phe Thr Thr He Ser Phe Cys He Val Leu Arg Met 
335 340 345 

45 

GCG GTC ACT CGG CAA TTT CCC TGG GCT GTA CAA ACA TGG TAT GAC TCT 1224 
Ala Val Thr Arg Gin Phe Pro Trjp Ala Val Gin Thr Trp Tyr Asp Ser 
350 355 360 

50 CTT GGA GCA ATA AAC AAA ATA CAG GAT TTC TTA CAA AAG CAA GAA TAT 1272 
Leu Gly Ala He Asn Lys He Gin Asp Phe Leu Gin Lys Gin Glu Tyr 
365 370 375 380 

AAG ACA TTG GAA TAT AAC TTA ACG ACT ACA GAA GTA GTG ATG GAG AAT 1320 
55 Lys Thr Leu Glu Tyr Asn Leu Thr Thr Thr Glu Val Val Met Glu Asn 

385 390 395 
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GTA ACA GCC TTC TGG GAG GAG GGA TTT GGG GAA TTA TTT GAG AAA GCA 1368 
Val Thr Ala Phe Trp Glu Glu Gly Phe Gly Glu Leu Phe Glu Lys Ala 
400 405 410 

5 

AAA CAA AAC AAT AAC AAT AGA AAA ACT TCT AAT GGT GAT GAC AGC CTC 1416 
Lys Gin Asn Asn Asn Asn Arg Lys Thr Ser Asn Gly Asp Asp Ser Leu 
415 420 425 

10 TTC TTC AGT AAT TTC TCA CTT CTT GGT ACT CCT GTC CTG AAA GAT ATT 1464 
Phe Phe Ser Asn Phe Ser Leu Leu Gly Thr Pro Val Leu Lys Asp lie 
430 435 440 

AAT TTC AAG ATA GAA AGA GGA CAG TTG TTG GCG GTT GCT GGA TCC ACT 1512 
15 Asn Phe Lys He Glu Arg Gly Gin Leu Leu Ala Val Ala Gly Ser Thr 
445 450 455 460 

GGA GCA GGC AAG ACT TCA CTT CTA ATG ATG ATT ATG GGA GAA CTG GAG 1560 
Gly Ala Gly Lys Thr Ser Leu Leu Met Met He Met Gly Glu Leu Glu 
20 465 470 475 

CCT TCA GAG GGT AAA ATT AAG CAC AGT GGA AGA ATT TCA TTC TGT TCT 1608 
Pro Ser Glu Gly Lys He Lys His Ser Gly Arg He Ser Phe Cys Ser 
480 485 490 

25 

CAG TTT TCC TGG ATT ATG CCT GGC ACC ATT AAA GAA AAT ATC ATC TTT 1656 
Gin Phe Ser Trp He Met Pro Gly Thr He Lys Glu Asn He He Phe 
495 500 505 

30 GGT GTT TCC TAT GAT GAA TAT AGA TAC AGA AGC GTC ATC AAA GCA TGC 1704 
Gly Val Ser Tyr Asp Glu Tyr Arg Tyr Arg Ser Val He Lys Ala Cys 
510 515 520 

CAA CTA GAA GAG GAC ATC TCC AAG TTT GCA GAG AAA GAC AAT ATA GTT 1752 
35 Gin Leu Glu Glu Asp He Ser Lys Phe Ala Glu Lys Asp Asn He Val 
525 530 535 540 

CTT GGA GAA GGT GGA ATC ACA CTG AGT GGA GGT CAA CGA GCA AGA ATT 1800 
Leu Gly Glu Gly Gly He Thr Leu Ser Gly Gly Gin Arg Ala Arg He 
40 545 550 555 

TCT TTA GCA AGA GCA GTA TAC AAA GAT GCT GAT TTG TAT TTA TTA GAC 1848 
Ser Leu Ala Arg Ala Val Tyr Lys Asp Ala Asp Leu Tyr Leu Leu Asp 
560 565 570 

45 

TCT CCT TTT GGA TAC CTA GAT GTT TTA ACA GAA AAA GAA ATA TTT GAA 1896 
Ser Pro Phe Gly Tyr Leu Asp Val Leu Thr Glu Lys Glu He Phe Glu 
575 580 585 

50 AGC TGT GTC TGT AAA CTG ATG GCT AAC AAA ACT AGG ATT TTG GTC ACT 1944 
Ser Cys Val Cys Lys Leu Met Ala Asn Lys Thr Arg He Leu Val Thr 
590 595 600 



55 



TCT AAA ATG GAA CAT TTA AAG AAA GCT GAC AAA ATA TTA ATT TTG CAT 
Ser Lys Met Glu His Leu Lys Lys Ala Asp Lys He Leu He Leu His 
605 610 615 620 
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GAA GGT AGC AGC TAT TTT TAT GGG ACA TTT TCA GAA CTC CAA AAT CTA 2040 
Glu Gly Ser Ser Tyr Phe Tyr Gly Thr Phe Ser Glu Leu Gin Asn Leu 
625 630 635 

5 

GAG CCA GAC TTT AGC TCA AAA CTC ATG GGA TGT GAT TCT TTC GAC CAA 2088 
Gin Pro Asp Phe Ser Ser Lys Leu Met Gly Cys Asp Ser Phe Asp Gin 
640 645 650 

10 TTT AGT GCA GAA AGA AGA AAT TCA ATC CTA ACT GAG ACC TTA CAC CGT 2136 
Phe Ser Ala Glu Arg Arg Asn Ser lie Leu Thr Glu Thr Leu His Arg 
655 660 665 

TTC TCA TTA GAA GGA GAT GCT CCT GTC TCC TGG ACA GAA ACA AAA AAA 2184 
15 Phe Ser Leu Glu Gly Asp Ala Pro Val Ser Trp Thr Glu Thr Lys Lys 
670 675 680 

CAA TCT TTT AAA CAG ACT GGA GAG TTT GGG GAA AAA AGG AAG AAT TCT 2232 
Gin Ser Phe Lys Gin Thr Gly Glu Phe Gly Glu Lys Arg Lys Asn Ser 
20 685 690 695 700 

ATT CTC AAT CCA ATC AAC TCT ATA CGA AAA TTT TCC ATT GTG CAA AAG 2280 
lie Leu Asn Pro lie Asn Ser lie Arg Lys Phe Ser He Val Gin Lys 
705 710 715 

25 

ACT CCC TTA CAA ATG AAT GGC ATC GAA GAG GAT TCT GAT GAG CCT TTA 2328 
Thr Pro Leu Gin Met Asn Gly He Glu Glu Asp Ser Asp Glu Pro Leu 
720 725 730 

30 GAG AGA AGG CTG TCC TTA GTA CCA GAT TCT GAG CAG GGA GAG GCG ATA 2376 
Glu Arg Arg Leu Ser Leu Val Pro Asp Ser Glu Gin Gly Glu Ala He 
735 740 745 

CTG CCT CGC ATC AGC GTG ATC AGC ACT GGC CCC ACG CTT CAG GCA CGA 2424 
35 Leu Pro Arg He Ser Val He Ser Thr Gly Pro Thr Leu Gin Ala Arg 
750 755 760 

AGG AGG CAG TCT GTC CTG AAC CTG ATG ACA CAC TCA GTT AAC CAA GGT 2472 
Arg Arg Gin Ser Val Leu Asn Leu Met Thr His Ser Val Asn Gin Gly 
40 765 770 775 780 

CAG AAC ATT CAC CGA AAG ACA ACA GCA TCC ACA CGA AAA GTG TCA CTG 2520 
Gin Asn He His Arg Lys Thr Thr Ala Ser Thr Arg Lys Val Ser Leu 
785 790 795 



45 



GCC CCT CAG GCA AAC TTG ACT GAA CTG GAT ATA TAT TCA AGA AGG TTA 2568 
Ala Pro Gin Ala Asn Leu Thr Glu Leu Asp He Tyr Ser Arg Arg Leu 
800 805 810 



50 TCT CAA GAA ACT GGC TTG GAA ATA AGT GAA GAA ATT AAC GAA GAA GAC 2616 
Ser Gin Glu Thr Gly Leu Glu He Ser Glu Glu He Asn Glu Glu Asp 
815 820 825 

TTA AAG GAG TGC CTT TTT GAT GAT ATG GAG AGC ATA CCA GCA GTG ACT 2664 
55 Leu Lys Glu Cys Leu Phe Asp Asp Met Glu Ser He Pro Ala Val Thr 
830 835 840 
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ACA TGG AAC ACA TAC CTT CGA TAT ATT ACT GTC CAC AAG AGC TTA ATT 
Thr Trp Asn Thr Tyr Leu Arg Tyr lie Thr Val His Lys Ser Leu lie 
845 850 855 860 



2712 



10 



TTT GTG CTA ATT TGG TGC TTA GTA ATT TTT CTG GCA GAG GTG GCT GCT 2760 
Phe Val Leu lie Trp Cys Leu Val lie Phe* Leu Ala Glu Val Ala Ala 
865 870 875 

TCT TTG GTT GTG CTG TGG CTC CTT GGA AAC ACT CCT CTT CAA GAC AAA 2808 
Ser Leu Val Val Leu Trp Leu Leu Gly Asn Thr Pro Leu Gin Asp Lys 
880 885 890 



GGG AAT AGT ACT CAT AGT AGA AAT AAC AGC TAT GCA GTG ATT ATC ACC 
15 Gly Asn Ser Thr His Ser Arg Asn Asn Ser Tyr Ala Val He He Thr 
895 900 905 



2856 



20 



AGC ACC AGT TCG TAT TAT GTG TTT TAC ATT TAC GTG GGA GTA GCC GAC 
Ser Thr Ser Ser Tyr Tyr Val Phe Tyr He Tyr Val Gly Val Ala Asp 
910 915 920 



2904 



25 



ACT TTG CTT GCT ATG GGA TTC TTC AGA GGT CTA CCA CTG GTG CAT ACT 2952 
Thr Leu Leu Ala Met Gly Phe Phe Arg Gly Leu Pro Leu Val His Thr 
925 930 935 940 

CTA ATC ACA GTG TCG AAA ATT TTA CAC CAC AAA ATG TTA CAT TCT GTT 3000 
Leu He Thr Val Ser Lys He Leu His His Lys Met Leu His Ser Val 
945 950 955 



30 CTT CAA GCA CCT ATG TCA ACC CTC AAC ACG TTG AAA GCA GGT GGG ATT 
Leu Gin Ala Pro Met Ser Thr Leu Asn Thr Leu Lys Ala Gly Gly He 
960 965 970 



3048 



CTT AAT AGA TTC TCC AAA GAT ATA GCA ATT TTG GAT GAC CTT CTG CCT 
35 Leu Asn Arg Phe Ser Lys Asp He Ala He Leu Asp Asp Leu Leu Pro 
975 980 985 



3096 



40 



CTT ACC ATA TTT GAC TTC ATC CAG TTG TTA TTA ATT GTG ATT GGA GCT 
Leu Thr He Phe Asp Phe He Gin Leu Leu Leu He Val He Gly Ala 
990 995 1000 



3144 
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ATA GCA GTT GTC GCA GTT TTA CAA CCC TAC ATC TTT GTT GCA ACA GTG 3192 
He Ala Val Val Ala Val Leu Gin Pro Tyr He Phe Val Ala Thr Val 
1005 1010 1015 1020 

CCA GTG ATA GTG GCT TTT ATT ATG TTG AGA GCA TAT TTC CTC CAA ACC 3240 
Pro Val He Val Ala Phe He Met Leu Arg Ala Tyr Phe Leu Gin Thr 
1025 1030 1035 

TCA CAG CAA CTC AAA CAA CTG GAA TCT GAA GGC AGG AGT CCA ATT TTC 3288 
Ser Gin Gin Leu Lys Gin Leu Glu Ser Glu Gly Arg Ser Pro He Phe 
1040 1045 1050 



55 



ACT CAT CTT GTT ACA AGC TTA AAA GGA CTA TGG ACA CTT CGT GCC TTC 
Thr His Leu Val Thr Ser Leu Lys Gly Leu Trp Thr Leu Arg Ala Phe 
1055 1060 1065 
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GGA CGG CAG CCT TAC TTT GAA ACT CTG TTC CAC AAA GCT CTG AAT TTA 3384 
Gly Arg Gin Pro Tyr Phe Glu Thr Leu Phe His Lys Ala Leu Asn Leu 
1070 1075 1080 

5 

CAT- ACT GCC AAC TGG TTC TTG TAC CTG TCA ACA CTG CGC TGG TTC CAA 3432 
His Thr Ala Asn Trp Phe Leu Tyr Leu Ser Thr Leu Arg Trp Phe Gin 
1085 1090 1095 1100 

10 ATG AGA ATA GAA ATG ATT TTT GTC ATC TTC TTC ATT GCT GTT ACC TTC 3480 
Met Arg lie Glu Met lie Phe Val He Phe Phe He Ala Val Thr Phe 
1105 1110 1115 

ATT TCC ATT TTA ACA ACA GGA GAA GGA GAA GGA AGA GTT GGT ATT ATC 3528 
15 He Ser He Leu Thr Thr Gly Glu Gly Glu Gly Arg Val Gly He He 
1120 1125 1130 

CTG ACT TTA GCC ATG AAT ATC ATG AGT ACA TTG CAG TGG GCT GTA AAC 3576 
Leu Thr Leu Ala Met Asn He Met Ser Thr Leu Gin Trp Ala Val Asn 
20 1135 1140 1145 

• TCC AGC ATA GAT GTG GAT AGC TTG ATG CGA TCT GTG AGC CGA GTC TTT 3624 

Ser Ser He Asp Val Asp Ser Leu Met Arg Ser Val Ser Arg Val Phe 
1150 1155 1160 

25 

AAG TTC ATT GAC ATG CCA ACA GAA GGT AAA CCT ACC AAG TCA ACC AAA 3672 

Lys Phe He Asp Met Pro Thr Glu Gly Lys Pro Thr Lys Ser Thr Lys 

1165 1170 1175 1180 

30 CCA TAC AAG AAT GGC CAA CTC TCG AAA GTT ATG ATT ATT GAG AAT TCA 3720 
Pro Tyr Lys Asn Gly Gin Leu Ser Lys Val Met He He Glu Asn Ser 
1185 1190 1195 

CAC GTG AAG AAA GAT GAC ATC TGG CCC TCA GGG GGC CAA ATG ACT GTC 3768 
35 His Val Lys Lys Asp Asp He Trp Pro Ser Gly Gly Gin Met Thr Val 
1200 1205 1210 

AAA GAT CTC ACA GCA AAA TAC ACA GAA GGT GGA AAT GCC ATA TTA GAG 3816 
Lys Asp Leu Thr Ala Lys Tyr Thr Glu Gly Gly Asn Ala He Leu Glu 
40 1215 1220 1225 

AAC ATT TCC TTC TCA ATA AGT CCT GGC CAG AGG GTG GGC CTC TTG GGA 3864 
Asn lie Ser Phe Ser He Ser Pro Gly Gin Arg Val Gly Leu Leu Gly 
1230 1235 1240 

45 

AGA ACT GGA TCA GGG AAG AGT ACT TTG TTA TCA GCT TTT TTG AGA CTA 3912 
Arg Thr Gly Ser Gly Lys Ser Thr Leu Leu Ser Ala Phe Leu Arg Leu 
1245 1250 1255 1260 

50 CTG AAC ACT GAA GGA GAA ATC CAG ATC GAT GGT GTG TCT TGG GAT TCA 3960 
Leu Asn Thr Glu Gly Glu He Gin He Asp Gly Val Ser Trp Asp Ser 
1265 1270 1275 



55 



ATA ACT TTG CAA CAG TGG AGG AAA GCC TTT GGA GTG ATA CCA CAG AAA 
He Thr Leu Gin Gin Trp Arg Lys Ala Phe Gly Val lie Pro Gin Lys 
1280 1285 1290 
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GTA TTT ATT TTT TCT GGA ACA TTT AGA AAA AAC TTG GAT CCC TAT GAA 
Val Phe He Phe Ser Gly Thr Phe Arg Lys Asn Leu Asp Pro Tyr Glu 
1295 1300 1305 



4056 



10 



CAG TGG AGT GAT CAA GAA ATA TGG AAA GTT GCA GAT GAG GTT GGG CTC 4104 
Gin Trp Ser Asp Gin Glu He Trp Lys Val Ala Asp Glu Val Gly Leu 
1310 1315 1320 

AGA TCT GTG ATA GAA CAG TTT CCT GGG AAG CTT GAC TTT GTC CTT GTG 4152 
Arg Ser Val He Glu Gin Phe Pro Gly Lys Leu Asp Phe Val Leu Val 
1325 1330 1335 1340 



GAT GGG GGC TGT GTC CTA AGC CAT GGC CAC AAG CAG TTG ATG TGC TTG 
15 Asp Gly Gly Cys Val Leu Ser His Gly His Lys Gin Leu Met Cys Leu 
1345 1350 1355 



4200 



20 



GCT AGA TCT GTT CTC AGT AAG GCG AAG ATC TTG CTG CTT GAT GAA CCC 
Ala Arg Ser Val Leu Ser Lys Ala Lys He Leu Leu Leu Asp Glu Pro 
1360 1365 1370 



4248 



25 



30 



AGT GCT CAT TTG GAT CCA GTA ACA TAC CAA ATA ATT AGA AGA ACT CTA 4296 
Ser Ala His Leu Asp Pro Val Thr Tyr Gin He He Arg Arg Thr Leu 
1375 1380 1385 

AAA CAA GCA TTT GCT GAT TGC ACA GTA ATT CTC TGT GAA CAC AGG ATA 4344 
Lys Gin Ala Phe Ala Asp Cys Thr Val He Leu Cys Glu His Arg He 
1390 1395 1400 

GAA GCA ATG CTG GAA TGC CAA CAA TTT TTG GTC ATA GAA GAG AAC AAA 4392 
Glu Ala Met Leu Glu Cys Gin Gin Phe Leu Val He Glu Glu Asn Lys 
1405 1410 1415 1420 



GTG CGG CAG TAC GAT TCC ATC CAG AAA CTG CTG AAC GAG AGG AGC CTC 
35 Val Arg Gin Tyr Asp Ser He Gin Lys Leu Leu Asn Glu Arg Ser Leu 
1425 1430 1435 



4440 



40 



TTC CGG CAA GCC ATC AGC CCC TCC GAC AGG GTG AAG CTC TTT CCC CAC 
Phe Arg Gin Ala He Ser Pro Ser Asp Arg Val Lys Leu Phe Pro His 
1440 1445 1450 



4488 



45 



50 



55 



CGG AAC TCA AGC AAG TGC AAG TCT AAG CCC CAG ATT GCT GCT CTG AAA 4536 
Arg Asn Ser Ser Lys Cys Lys Ser Lys Pro Gin He Ala Ala Leu Lys 
1455 1460 1465 

GAG GAG ACA GAA GAA GAG GTG CAA GAT ACA AGG CTT TAGAGAGCAG 4582 
Glu Glu Thr Glu Glu Glu Val Gin Asp Thr Arg Leu 
1470 1475 1480 

CATAAATGTT GACATGGGAC ATTTGCTCAT GGAATTGGAG CTCGTGGGAC AGTCACCTCA 4642 

TGGAATTGGA GCTCGTGGAA CAGTTACCTC TGCCTCAGAA AACAAGGATG AATTAAGTTT 4702 

TTTTTTAAAA AAGAAACATT TGGTAAGGGG AATTGAGGAC ACTGATATGG GTCTTGATAA 4762 

ATGGCTTCCT GGCAATAGTC AAATTGTGTG AAAGGTACTT CAAATCCTTG AAGATTTACC 4822 



ACTTGTGTTT TGCAAGCCAG ATTTTCCTGA AAACCCTTGC CATGTGCTAG TAATTGGAAA 
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GGCAGCTCTA AATGTCAATC AGCCTAGTTG ATCAGCTTAT TGTCTAGTGA AACTCGTTAA 4942 

TTTGTAGTGT TGGAGAAGAA CTGAAATCAT ACTTCTTAGG GTTATGATTA AGTAATGATA 5002 

5 ACTGGAAACT TCAGCGGTTT ATATAAGCTT GTATTCCTTT TTCTCTCCTC TCCCCATGAT 5062 

GTTTAGAAAC ACAACTATAT TGTTTGCTAA GCATTCCAAC TATCTCATTT CCAAGCAAGT 5122 

ATTAGAATAC CACAGGAACC ACAAGACTGC ACATCAAAAT ATGCCCCATT CAACATCTAG 5182 

10 

TGAGCAGTCA GGAAAGAGAA CTTCCAGATC CTGGAAATCA GGGTTAGTAT TGTCCAGGTC 5242 

TACCAAAAAT CTCAATATTT CAGATAATCA CAATACATCC CTTACCTGGG AAAGGGCTGT 5302 

15 TATAATCTTT CACAGGGGAC AGGATGGTTC CCTTGATGAA GAAGTTGATA TGCCTTTTCC 5362 

CAACTCCAGA AAGTGACAAG CTCACAGACC TTTGAACTAG AGTTTAGCTG GAAAAGTATG 5422 

TTAGTGCAAA TTGTCACAGG ACAGCCCTTC TTTCCACAGA AGCTCCAGGT AGAGGGTGTG 5482 

20 

TAAGTAGATA GGCCATGGGC ACTGTGGGTA GACACACATG AAGTCCAAGC ATTTAGATGT 5542 

ATAGGTTGAT GGTGGTATGT TTTCAGGCTA GATGTATGTA CTTCATGCTG TCTACACTAA 5602 

25 GAGAGAATGA GAGACACACT GAAGAAGCAC CAATCATGAA TTAGTTTTAT ATGCTTCTGT 5662 

TTTATAATTT TGTGAAGCAA AATTTTTTCT CTAGGAAATA TTTATTTTAA TAATGTTTCA 5722 

AACATATATT ACAATGCTGT ATTTTAAAAG AATGATTATG AATTACATTT GTATAAAATA 5782 

30 

ATTTTTATAT TTGAAATATT GACTTTTTAT GGCACTAGTA TTTTTATGAA ATATTATGTT 5842 

AAAACTGGGA CAGGGGAGAA CCTAGGGTGA TATTAACCAG GGGCCATGAA TCACCTTTTG 5902 

35 GTCTGGAGGG AAGCCTTGGG GCTGATCGAG TTGTTGCCCA CAGCTGTATG ATTCCCAGCC 5962 

AGACACAGCC TCTTAGATGC AGTTCTGAAG AAGATGGTAC CACCAGTCTG ACTGTTTCCA 6022 

TCAAGGGTAC ACTGCCTTCT CAACTCCAAA CTGACTCTTA AGAAGACTGC ATTATATTTA 6082 

TTACTGTAAG AAAATATCAC TTGTCAATAA AATCCATACA TTTGTGT 6129 



40 



(2) INFORMATION FOR SEQ ID NO:2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1480 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 

55 Met Gin Arg Ser Pro Leu Glu Lys Ala Ser Val Val Ser Lys Leu Phe 
1 5 10 15 
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Phe Ser Trp Thr Arg Pro lie Leu Arg Lys Gly Tyr Arg Gin Arg Leu 
20 25 30 

Glu Leu Ser Asp lie Tyr Gin lie Pro Ser Val Asp Ser Ala Asp Asn 
35 40 45 

Leu Ser Glu Lys Leu Glu Arg Glu Trp Asp Arg Glu Leu Ala Ser Lys 
50 55 60 

Lys Asn Pro Lys Leu He Asn Ala Leu Arg Arg Cys Phe Phe Trp Arg 
65 70 75 80 



Phe Met Phe Tyr Gly He Phe Leu Tyr Leu Gly Glu Val Thr Lys Ala 
15 85 90 95 

Val Gin Pro Leu Leu Leu Gly Arg He He Ala Ser Tyr Asp Pro Asp 
100 105 110 

20 Asn Lys Glu Glu Arg Ser He Ala He Tyr Leu Gly He Gly Leu Cys 
115 120 125 



25 



Leu Leu Phe He Val Arg Thr Leu Leu Leu His Pro Ala He Phe Gly 
130 135 140 

Leu His His He Gly Met Gin Met Arg He Ala Met Phe Ser Leu He 
145 150 155 160 



Tyr Lys Lys Thr Leu Lys Leu Ser Ser Arg Val Leu Asp Lys He Ser 
30 165 170 175 

He Gly Gin Leu Val Ser Leu Leu Ser Asn Asn Leu Asn Lys Phe Asp 
180 185 190 

35 Glu Gly Leu Ala Leu Ala His Phe Val Trp He Ala Pro Leu Gin Val 
195 200 205 
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Ala Leu Leu Met Gly Leu He Trp Glu Leu Leu Gin Ala Ser Ala Phe 
210 215 220 

Cys Gly Leu Gly Phe Leu He Val Leu Ala Leu Phe Gin Ala Gly Leu 
225 230 235 240 



Gly Arg Met Met Met Lys Tyr Arg Asp Gin Arg Ala Gly Lys He Ser 
45 245 250 255 

Glu Arg Leu Val He Thr Ser Glu Met He Glu Asn He Gin Ser Val 
260 265 270 

50 Lys Ala Tyr Cys Trp Glu Glu Ala Met Glu Lys Met He Glu Asn Leu 
275 280 285 



55 



Arg Gin Thr Glu Leu Lys Leu Thr Arg Lys Ala Ala Tyr Val Arg Tyr 

.290 295 300 

Phe Asn Ser Ser Ala Phe Phe Phe Ser Gly Phe Phe Val Val Phe Leu 
305 310 315 320 
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Ser Val Leu Pro Tyr Ala Leu lie Lys Gly lie lie Leu Arg Lys lie 
325 330 335 

5 Phe Thr Thr lie Ser Phe Cys lie Val Leu Arg Met Ala Val Thr Arg 
340 345 350 



10 



Gin Phe Pro Trp Ala Val Gin Thr Trp Tyr Asp Ser Leu Gly Ala lie 
355 360 365 

Asn Lys lie Gin Asp Phe Leu Gin Lys Gin Glu Tyr Lys Thr Leu Glu 

370 375 380 



Tyr Asn Leu Thr Thr Thr Glu Val Val Met Glu Asn Val Thr Ala Phe 
15 385 390 395 400 

Trp Glu Glu Gly Phe Gly Glu Leu Phe Glu Lys Ala Lys Gin Asn Asn 
405 410 415 

20 Asn Asn Arg Lys Thr Ser Asn Gly Asp Asp Ser Leu Phe Phe Ser Asn 
420 425 430 



25 



Phe Ser Leu Leu Gly Thr Pro Val Leu Lys Asp He Asn Phe Lys He 
435 440 445 

Glu Arg Gly Gin Leu Leu Ala Val Ala Gly Ser Thr Gly Ala Gly Lys 
450 455 460 



Thr Ser Leu Leu Met Met He Met Gly Glu Leu Glu Pro Ser Glu Gly 
30 465 470 475 480 

Lys He Lys His Ser Gly Arg He Ser Phe Cys Ser Gin Phe Ser Trp 
485 490 495 

35 He Met Pro Gly Thr He Lys Glu Asn He He Phe Gly Val Ser Tyr 
500 505 510 



40 



Asp Glu Tyr Arg Tyr Arg Ser Val He Lys Ala Cys Gin Leu Glu Glu 
515 520 525 

Asp He Ser Lys Phe Ala Glu Lys Asp Asn He Val Leu Gly Glu Gly 
530 535 540 



Gly He Thr Leu Ser Gly Gly Gin Arg Ala Arg He Ser Leu Ala Arg 
45 545 550 555 560 

Ala Val Tyr Lys Asp Ala Asp Leu Tyr Leu Leu Asp Ser Pro Phe Gly 
565 570 575 

50 Tyr Leu Asp Val Leu Thr Glu Lys Glu lie Phe Glu Ser Cys Val Cys 
580 585 590 



55 



Lys Leu Met Ala Asn Lys Thr Arg He Leu Val Thr Ser Lys Met Glu 
595 600 605 

His Leu Lys Lys Ala Asp Lys He Leu He Leu His Glu Gly Ser Ser 
610 615 620 
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Tyx Phe Tyr Gly Thr Phe Ser Glu Leu Gin Asn Leu Gin Pro Asp Phe 
625 630 635 640 

Ser Ser Lys Leu Met Gly Cys Asp Ser Phe Asp Gin Phe Ser Ala Glu 
645 650 655 

Arg Arg Asn Ser lie Leu Thr Glu Thr Leu His Arg Phe Ser Leu Glu 
660 665 670 

Gly Asp Ala Pro Val Ser Trp Thr Glu Thr Lys Lys Gin Ser Phe Lys 
675 680 685 



Gin Thr Gly Glu Phe Gly Glu Lys Arg Lys Asn Ser lie Leu Asn Pro 
15 690 695 700 

lie Asn Ser lie Arg Lys Phe Ser He Val Gin Lys Thr Pro Leu Gin 
705 710 715 720 

20 Met Asn Gly He Glu Glu Asp Ser Asp Glu Pro Leu Glu Arg Arg Leu 

725 730 735 



25 



Ser Leu Val Pro Asp Ser Glu Gin Gly Glu Ala He Leu Pro Arg He 
740 745 750 

Ser Val He Ser Thr Gly Pro Thr Leu Gin Ala Arg Arg Arg Gin Ser 
755 760 765 



Val Leu Asn Leu Met Thr His Ser Val Asn Gin Gly Gin Asn He His 
30 770 775 780 

Arg Lys Thr Thr Ala Ser Thr Arg Lys Val Ser Leu Ala Pro Gin Ala 
785 790 795 800 

35 Asn Leu Thr Glu Leu Asp He Tyr Ser Arg Arg Leu Ser Gin Glu Thr 
805 810 815 
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Gly Leu Glu He Ser Glu Glu He Asn Glu Glu Asp Leu Lys Glu Cys 
820 825 830 

Leu Phe Asp Asp Met Glu Ser He Pro Ala Val Thr Thr Trp Asn Thr 
835 840 845 



Tyr Leu Arg Tyr He Thr Val His Lys Ser Leu He Phe Val Leu He 
45 850 855 860 

Trp Cys Leu Val lie Phe Leu Ala Glu Val Ala Ala Ser Leu Val Val 
865 870 875 880 

50 Leu Trp Leu Leu Gly Asn Thr Pro Leu Gin Asp Lys Gly Asn Ser Thr 
885 890 895 
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His Ser Arg Asn Asn Ser Tyr Ala Val He He Thr Ser Thr Ser Ser 

900 905 910 

Tyr Tyr Val Phe Tyr He Tyr Val Gly Val Ala Asp Thr Leu Leu Ala 
915 920 925 
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Met Gly Phe Phe Arg Gly Leu Pro Leu Val His Thr Leu He Thr Val 
930 935 940 

5 Ser Lys He Leu His His Lys Met Leu His Ser Val Leu Gin Ala Pro 
945 950 955 960 



10 



25 
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Met Ser Thr Leu Asn Thr Leu Lys Ala Gly Gly He Leu Asn Arg Phe 
965 970 975 

Ser Lys Asp He Ala He Leu Asp Asp Leu Leu Pro Leu Thr He Phe 
980 985 990 



Asp Phe He Gin Leu Leu Leu He Val He Gly Ala lie Ala Val Val 
15 995 1000 1005 

Ala Val Leu Gin Pro Tyr He Phe Val Ala Thr Val Pro Val He Val 
1010 1015 1020 

20 Ala Phe He Met Leu Arg Ala Tyr Phe Leu Gin Thr Ser Gin Gin Leu 
1025 1030 1035 1040 



Lys Gin Leu Glu Ser Glu Gly Arg Ser Pro He Phe Thr His Leu Val 
1045 1050 1055 

Thr Ser Leu Lys Gly Leu Trp Thr Leu Arg Ala Phe Gly Arg Gin Pro 
1060 1065 1070 



Tyr Phe Glu Thr Leu Phe His Lys Ala Leu Asn Leu His Thr Ala Asn 
30 1075 1080 1085 

Trp Phe Leu Tyr Leu Ser Thr Leu Arg Trp Phe Gin Met Arg lie Glu 
1090 1095 1100 

35 Met He Phe Val lie Phe Phe He Ala Val Thr Phe lie Ser He Leu 

1105 1110 1H5 1120 



Thr Thr Gly Glu Gly Glu Gly Arg Val Gly He lie Leu Thr Leu Ala 
1125 1130 1135 

Met Asn lie- Met Ser Thr Leu Gin Trp Ala Val Asn Ser Ser lie Asp 
1140 1145 1150 



Val Asp Ser Leu Met Arg Ser Val Ser Arg Val Phe Lys Phe He Asp 
45 1155 1160 H65 

Met Pro Thr Glu Gly Lys Pro Thr Lys Ser Thr Lys Pro Tyr Lys Asn 
1170 1175 1180 

50 Gly Gin Leu Ser Lys Val Met He lie Glu Asn Ser His Val Lys Lys 
1185 1190 H95 1200 

Asp Asp lie Trp Pro Ser Gly Gly Gin Met Thr Val Lys Asp Leu Thr 
1205 1210 1215 

55 

Ala Lys Tyr Thr Glu Gly Gly Asn Ala He Leu Glu Asn He Ser Phe 
1220 1225 1230 
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Ser He Ser Pro Gly Gin Arg Val Gly Leu Leu Gly Arg Thr Gly Ser 
1235 1240 1245 

5 Gly Lys Ser Thr Leu Leu Ser Ala Phe Leu Arg Leu Leu Asn Thr Glu 
1250 1255 1260 

Gly Glu He Gin He Asp Gly Val Ser Trp Asp Ser He Thr Leu Gin 
1265 1270 1275 1280 

10 

Gin Trp Arg Lys Ala Phe Gly Val He Pro Gin Lys Val Phe He Phe 
1285 1290 1295 

Ser Gly Thr Phe Arg Lys Asn Leu Asp Pro Tyr Glu Gin Trp Ser Asp 
15 1300 1305 1310 

Gin Glu He Trp Lys Val Ala Asp Glu Val Gly Leu Arg Ser Val He 
1315 1320 1325 

20 Glu Gin Phe Pro Gly Lys Leu Asp Phe Val Leu Val Asp Gly Gly Cys 
1330 1335 1340 

Val Leu Ser His Gly His Lys Gin Leu Met Cys Leu Ala Arg Ser Val 
1345 1350 1355 1360 

25 

Leu Ser Lys Ala Lys He Leu Leu Leu Asp Glu Pro Ser Ala His Leu 
1365 1370 1375 

Asp Pro Val Thr Tyr Gin He He Arg Arg Thr Leu Lys Gin Ala Phe 
30 1380 1385 1390 

Ala Asp Cys Thr Val He Leu Cys Glu His Arg He Glu Ala Met Leu 
1395 1400 1405 

35 Glu Cys Gin Gin Phe Leu Val He Glu Glu Asn Lys Val Arg Gin Tyr 
1410 1415 1420 

Asp Ser He Gin Lys Leu Leu Asn Glu Arg Ser Leu Phe Arg Gin Ala 
1425 1430 1435 1440 

40 

He Ser Pro Ser Asp Arg Val Lys Leu Phe Pro His Arg Asn Ser Ser 
1445 1450 1455 

Lys Cys Lys Ser Lys Pro Gin He Ala Ala Leu Lys Glu Glu Thr Glu 
45 1460 1465 1470 

Glu Glu Val Gin Asp Thr Arg Leu 
1475 1480 

50 (2) INFORMATION FOR SEQ ID NO:3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5635 base pairs 

(B) TYPE: nucleic acid 
55 (C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: cDNA 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 

CATCATCAAT AATATACCTT ATTTTGGATT GAAGCCAATA TGATAATGAG 6GGGTGGAGT 60 

TTGTGACGTG GCGCGGGGCG TGGGAACGGG GCGGGTGACG TAGTAGTGTG GCGGAAGTGT 120 

GATGTTGCAA GTGTGGCGGA ACACATGTAA GCGCCGGATG TGGTAAAAGT GACGTTTTTG 180 

GTGTGCGCCG GTGTATACGG GAAGTGACAA TTTTCGCGCG GTTTTAGGCG GATGTTGTAG 240 

TAAATTTGGG CGTAACCAAG TAATGTTTGG CCATTTTCGC GGGAAAACTG AATAAGAGGA 300 

AGTGAAATCT GAATAATTCT GTGTTACTCA TAGCGCGTAA TATTTGTCTA GGGCCGCGGG 360 

GACTTTGACC GTTTACGTGG AGACTCGCCC AGGTGTTTTT CTCAGGTGTT TTCCGCGTTC 420 

CGGGTCAAAG TTGGCGTTTT ATTATTATAG TCAGCTGACG CGCAGTGTAT TTATACCCGG 480 

TGAGTTCCTC AAGAGGCCAC TCTTGAGTGC CAGCGAGTAG AGTTTTCTCC TCCGAGCCGC 540 

TCCGAGCTAG TAACGGCCGC CAGTGTGCTG CAGATATCAA AGTCGACGGT ACCCGAGAGA 600 

CCATGCAGAG GTCGCCTCTG GAAAAGGCCA GCGTTGTCTC CAAACTTTTT TTCAGCTGGA 660 

CCAGACCAAT TTTGAGGAAA GGATACAGAC AGCGCCTGGA ATTGTCAGAC ATATACCAAA 720 

TCCCTTCTGT TGATTCTGCT GACAATCTAT CTGAAAAATT GGAAAGAGAA TGGGATAGAG 780 

AGCTGGCTTC AAAGAAAAAT CCTAAACTCA TTAATGCCCT TCGGCGATGT TTTTTCTGGA 840 

GATTTATGTT CTATGGAATC TTTTTATATT TAGGGGAAGT CACCAAAGCA GTACAGCCTC 900 

TCTTACTGGG AAGAATCATA GCTTCCTATG ACCCGGATAA CAAGGAGGAA CGCTCTATCG 960 

CGATTTATCT AGGCATAGGC TTATGCCTTC TCTTTATTGT GAGGACACTG CTCCTACACC 1020 

CAGCCATTTT TGGCCTTCAT CACATTGGAA TGCAGATGAG AATAGCTATG TTTAGTTTGA 1080 

TTTATAAGAA GACTTTAAAG CTGTCAAGCC GTGTTCTAGA TAAAATAAGT ATTGGACAAC 1140 

TTGTTAGTCT CCTTTCCAAC AACCTGAACA AATTTGATGA AGGACTTGCA TTGGCACATT 1200 

TCGTGTGGAT CGCTCCTTTG CAAGTGGCAC TCCTCATGGG GCTAATCTGG GAGTTGTTAC 1260 

AGGCGTCTGC CTTCTGTGGA CTTGGTTTCC TGATAGTCCT TGCCCTTTTT CAGGCTGGGC 1320 

TAGGGAGAAT GATGATGAAG TACAGAGATC AGAGAGCTGG GAAGATCAGT GAAAGACTTG 1380 

TGATTACCTC AGAAATGATT GAAAACATCC AATCTGTTAA GGCATACTGC TGGGAAGAAG 1440 

CAATGGAAAA AATGATTGAA AACTTAAGAC AAACAGAACT GAAACTGACT CGGAAGGCAG 1500 

CCTATGTGAG ATACTTCAAT AGCTCAGCCT TCTTCTTCTC AGGGTTCTTT GTGGTGTTTT 1560 

TATCTGTGCT TCCCTATGCA CTAATCAAAG GAATCATCCT CCGGAAAATA TTCACCACCA 1620 

TCTCATTCTG CATTGTTCTG CGCATGGCGG TCACTCGGCA ATTTCCCTGG GCTGTACAAA 1680 
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CATGGTATGA CTCTCTTGGA GCAATAAACA AAATACAGGA TTTCTTACAA AAGCAAGAAT 1740 

ATAAGACATT GGAATATAAC TTAACGACTA CAGAAGTAGT GATGGAGAAT GTAACAGCCT 1800 

5 TCTGGGAGGA GGGATTTGGG GAATTATTTG AGAAAGCAAA ACAAAACAAT AACAATAGAA I860 

AAACTTCTAA TGGTGATGAC AGCCTCTTCT TCAGTAATTT CTCACTTCTT GGTACTCCTG 1920 

^ TCCTGAAAGA TATTAATTTC AAGATAGAAA GAGGACAGTT GTTGGCGGTT GCTGGATCCA 1980 

CTGGAGCAGG CAAGACTTCA CTTCTAATGA TGATTATGGG AGAACTGGAG CCTTCAGAGG 2040 

GTAAAATTAA GCACAGTGGA AGAATTTCAT TCTGTTCTCA GTTTTCCTGG ATTATGCCTG 2100 

15 GCACCATTAA AGAAAATATC ATCTTTGGTG TTTCCTATGA TGAATATAGA TACAGAAGCG 2160 

TCATCAAAGC ATGCCAACTA GAAGAGGACA TCTCCAAGTT TGCAGAGAAA GACAATATAG 2220 

TTCTTGGAGA AGGTGGAATC ACACTGAGTG GAGGTCAACG AGCAAGAATT TCTTTAGCAA 2280 

GAGCAGTATA CAAAGATGCT GATTTGTATT TATTAGACTC TCCTTTTGGA TACCTAGATG 2340 

TTTTAACAGA AAAAGAAATA TTTGAAAGCT GTGTCTGTAA ACTGATGGCT AACAAAACTA 2400 

GGATTTTGGT CACTTCTAAA ATGGAACATT TAAAGAAAGC TGACAAAATA TTAATTTTGC 2460 

ATGAAGGTAG CAGCTATTTT TATGGGACAT TTTCAGAACT CCAAAATCTA CAGCCAGACT 2520 

TTAGCTCAAA ACTCATGGGA TGTGATTCTT TCGACCAATT TAGTGCAGAA AGAAGAAATT 2580 

CAATCCTAAC TGAGACCTTA CACCGTTTCT CATTAGAAGG AGATGCTCCT GTCTCCTGGA 2640 

CAGAAACAAA AAAACAATCT TTTAAACAGA CTGGAGAGTT TGGGGAAAAA AGGAAGAATT 2700 

CTATTCTCAA TC CAATCAAC TCTATACGAA AATTTTCCAT TGTGCAAAAG ACTCCCTTAC 2760 

AAATGAATGG CATCGAAGAG GATTCTGATG AGCCTTTAGA GAGAAGGCTG TCCTTAGTAC 2820 

CAGATTCTGA GCAGGGAGAG GCGATACTGC CTCGCATCAG CGTGATCAGC ACTGGCCCCA 2880 

. CGCTTCAGGC ACGAAGGAGG CAGTCTGTCC TGAACCTGAT GACACACTCA GTTAACCAAG 2940 

GTCAGAACAT TCACCGAAAG ACAACAGCAT CCACACGAAA AGTGTCACTG GCCCCTCAGG 3000 

45 CAAACTTGAC TGAACTGGAT ATATATTCAA GAAGGTTATC TCAAGAAACT GGCTTGGAAA 3060 

TAAGTGAAGA AATTAACGAA GAAGACTTAA AGGAGTGCCT TTTTGATGAT ATGGAGAGCA 3120 

TACCAGCAGT GACTACATGG AACACATACC TTCGATATAT TACTGTCCAC AAGAGCTTAA 3180 

50 

•TTTTTGTGCT AATTTGGTGC TTAGTAATTT TTCTGGCAGA GGTGG CTGCT TCTTTGGTTG 3240 

TGCTGTGGCT CCTTGGAAAC ACTCCTCTTC AAGACAAAGG GAATAGTACT CATAGTAGAA 3300 

55 ATAACAGCTA TGCAGTGATT ATCACCAGCA CCAGTTCGTA TTATGTGTTT TACATTTACG 3360 

TGGGAGTAGC CGACACTTTG CTTGCTATGG GATTCTTCAG AGGTCTACCA CTGGTGCATA 3420 

CTCTAATCAC AGTGTCGAAA ATTTTACACC ACAAAATGTT ACATTCTGTT CTTCAAGCAC 3480 



20 
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CTATGTCAAC CCTCAACACG TTGAAAGCAG GTGGGATTCT TAATAGATTC TCCAAAGATA 3540 

TAGCAATTTT GGATGACCTT CTGCCTCTTA CCATATTTGA CTTCATCCAG TTGTTATTAA 3600 

TTGTGATTGG AGCTATAGCA GTTGTCGCAG TTTTACAACC CTACATCTTT GTTGCAACAG 3660 

TGCCAGTGAT AGTGGCTTTT ATTATGTTGA GAGCATATTT CCTCCAAACC TCACAGCAAC 3720 

TCAAACAACT GGAATCTGAA GGCAGGAGTC CAATTTTCAC TCATCTTGTT ACAAGCTTAA 3780 

AAGGACTATG GACACTTCGT GCCTTCGGAC GGCAGCCTTA CTTTGAAACT CTGTTCCACA 3840 

AAGCTCTGAA TTTACATACT GCCAACTGGT TCTTGTACCT GTCAACACTG CGCTGGTTCC 3900 

AAATGAGAAT AGAAATGATT TTTGTCATCT TCTTCATTGC TGTTACCTTC ATTTCCATTT 3960 

TAACAACAGG AGAAGGAGAA GGAAGAGTTG GTATTATCCT GACTTTAGCC ATGAATATCA 4020 

TGAGTACATT GCAGTGGGCT GTAAACTCCA GCATAGATGT GGATAGCTTG ATGCGATCTG 4080 

TGAGCCGAGT CTTTAAGTTC ATTGACATGC CAACAGAAGG TAAACCTACC AAGTCAACCA 4140 

AACCATACAA GAATGGCCAA CTCTCGAAAG TTATGATTAT TGAGAATTCA CACGTGAAGA 4200 

AAGATGACAT CTGGCCCTCA GGGGGCCAAA TGACTGTCAA AGATCTCACA GCAAAATACA 4260 

CAGAAGGTGG AAATGCCATA TTAGAGAACA TTTCCTTCTC AATAAGTCCT GGCCAGAGGG 4320 

TGGGCCTCTT GGGAAGAACT GGATCAGGGA AGAGTACTTT GTTATCAGCT TTTTTGAGAC 4380 

TACTGAACAC TGAAGGAGAA ATCCAGATCG ATGGTGTGTC TTGGGATTCA ATAACTTTGC 4440 

AACAGTGGAG GAAAGCCTTT GGAGTGATAC CACAGAAAGT ATTTATTTTT TCTGGAACAT 4500 

TTAGAAAAAA CTTGGATCCC TATGAACAGT GGAGTGATCA AGAAATATGG AAAGTTGCAG 4560 

ATGAGGTTGG GCTCAGATCT GTGATAGAAC AGTTTCCTGG GAAGCTTGAC TTTGTCCTTG 4620 

TGGATGGGGG CTGTGTCCTA AGCCATGGCC ACAAGCAGTT GATGTGCTTG GCTAGATCTG 4680 

TTCTCAGTAA GGCGAAGATC TTGCTGCTTG ATGAACCCAG TGCTCATTTG GAT CCAGTAA 4740 

CATACCAAAT AATTAGAAGA ACTCTAAAAC AAGCATTTGC TGATTGCACA GTAATTCTCT 4800 

GTGAACACAG GATAGAAGCA ATGCTGGAAT GCCAACAATT TTTGGTCATA GAAGAGAACA 4860 

AAGTGCGGCA GTACGATTCC ATCCAGAAAC TGCTGAACGA GAGGAGCCTC TTCCGGCAAG 4920 

CCATCAGCCC CTCCGACAGG GTGAAGCTCT TTCCCCACCG GAACTCAAGC AAGTGCAAGT 4980 

CTAAGCCCCA GATTGCTGCT CTGAAAGAGG AGACAGAAGA AGAGGTGCAA GATACAAGGC 5040 

TTTAGAGAGC AGCATAAATG TTGACATGGG ACATTTGCTC ATGGAATTGG AGGTAGCGGA 5100 

TTGAGGTACT GAAATGTGTG GGCGTGGCTT AAGGGTGGGA AAGAATATAT AAGGTGGGGG 5160 

TCTCATGTAG TTTTGTATCT GTTTTGCAGC AGCCGCCGCC ATGAGCGCCA ACTCGTTTGA 5220 
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TGGAAGCATT GTGAGCTCAT ATTTGACAAC GCGCATGCCC CCATGGGCCG GGGTGCGTCA 5280 

GAATGTGATG GGCTCCAGCA TTGATGGTCG CCCCGTCCTG CCCGCAAACT CTACTACCTT 5340 

5 GACCTACGAG ACCGTGTCTG GAACGCCGTT GGAGACTGCA GCCTCCGCCG CCGCTTCAGC 5400 

CGCTGCAGCC ACCGCCCGCG GGATTGTGAC TGACTTTGCT TTCCTGAGCC CGCTTGCAAG 5460 

CAGTGCAGCT TCCCGTTCAT CCGCCCGCGA TGACAAGTTG ACGGCTCTTT TGGCACAATT 5520 

10 

GGATTCTTTG ACCCGGGAAC TTAATGTCGT TTCTCAGCAG CTGTTGGATC TGCGCCAGCA 5580 

GGTTTCTGCC CTGAAGGCTT CCTCCCCTCC CAATGCGGTT TAAAACATAA ATAAA 5635 
15 (2) INFORMATION FOR SEQ ID NO:4: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 36 base pairs 

(B) TYPE: nucleic acid 
20 (C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

25 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 
ACTCTTGAGT GCCAGCGAGT AGAGTTTTCT CCTCCG 36 

30 

(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS : 
(A) LENGTH: 29 base pairs 
35 (B) TYPE: nucleic acid 

. (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: CDNA 

40 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 

l 45 GCAAAGGAGC GATCCACACG AAATGTGCC 29 

(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 
50 (A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

55 (ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:6: 



WO 94tt2*49 



-114- 

CTCCTCCGAG CCGCTCCGAG CTAG 

(2) INFORMATION FOR SEQ ID NO: 7: 

5 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
10 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

15 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7 
CCAAAAATGG CTGGGTGTAG GAGCAGTGTC C 
20 (2) INFORMATION FOR SEQ ID NO: 8: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 34 base pairs 

(B) TYPE: nucleic acid 
25 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 



30 



35 



(ii) MOLECULE TYPE: cDNA 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8: 
CGGATCCTTT ATTATAGGGG AAGTCCACGC CTAC 
(2) INFORMATION FOR SEQ ID NO:9: 



(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 32 base pairs 
40 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear. 



•45 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9: 
50 CGGGATCCAT CGATGAAATA TGACTACGTC CG 
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Claims 

1 . An adenovirus-based gene therapy vector comprising the genome of an adenovirus 2 
serotype in which the Ela and Elb regions of the genome, which are involved in early stages 

5 of viral replication, have been deleted and replaced by genetic material of interest. 

2. The adenovirus-based gene therapy vector of claim 1 , wherein the genetic material of 
interest is DNA encoding cystic fibrosis transmembrane conductance regulator 

10 3. The adenovirus-based gene therapy vector of claim 1 further comprising PGK 
promoter operably linked to the genetic material of interest. 

4. The adenovirus-based gene therapy vector of claim 2 having substantially the same 
nucleotide sequence as shown in Table II (SEQ ID NO:3). 

15 

5 . An adenovirus-based gene therapy vector comprising adenovirus inverted terminal 
repeat nucleotide sequences and the minimal nucleotide sequences necessary for efficient 
replication and packaging and genetic material of interest 

20 6. The adenovirus-based gene therapy vector of claim 5 having the adenovirus 2 
sequences shown in Figure 17. 

7. The adenovirus-based gene therapy vector of claim 5 further comprising PGK 
promoter operably linked to the genetic materia] of interest 

25 

8. The adenovirus-based gene therapy vector of claim 5 in which the genetic material of 
interest is selected from the group consisting of DNA encoding: cystic fibrosis 
transmembrane conductance regulator, Factor VIII, and Factor DC 

1 30 9. An adenovirus-based gene therapy vector comprising an adenovirus genome which 
has been deleted for all E4 open reading frames, except open reading frame 6, and 
additionally comprising genetic material of interest. 

1 0. The adenovirus-based gene therapy vector of claim 9 further comprising PGK 
35 promoter operably linked to the genetic material of interest. 

1 1. The adenovirus-based gene therapy vector of claim 9 in which the Ela and Elb regions 
of the genome, which are involved in early stages of viral replication, have been deleted. 
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12. The adenovirus-based gene therapy vector of claim 9 in which the E3 region has been 
deleted. 



13. An adenovirus-based gene therapy vector comprising an adenovirus genome which 
5 has been deleted for all E4 open reading frames, except open reading frame 3, and 

additionally comprising genetic material of interest. 

14. The adenovirus-based gene therapy vector of claim 13 in which the Ela and Elb 
regions of the genome, which are involved in early stages of viral replication, have been 

10 deleted. 

1 5. The adenovirus-based gene therapy vector of claim 1 3 further comprising PGK 
promoter operably linked to the genetic material of interest 

15 16. The adenovirus-based gene therapy vector of claim 1 3 in which the E3 region has 
been deleted. 

1 7. A method for treating or preventing cystic fibrosis in a patient comprising 
administering to the pulmonary airways of the patient, a gene therapy vector comprising 

20 DNA encoding cystic fibrosis transmembrane conductance regulator. 

1 8. The method of claim 17 wherein the gene therapy vector is an adenovirus-based gene 
therapy vector comprising the genome of an adenovirus 2 serotype in which the Ela and Elb 
regions of the genome, which are involved in early stages of viral replication, have been 

25 deleted and replaced by DNA encoding cystic fibrosis transmembrane conductance 
regulator. 



1 9. The method of claim 1 7 wherein the gene therapy vector further comprises PGK 
promoter operably linked to the DNA encoding cystic fibrosis transmembrane conductance 
' 30 regulator. 



20. The method of claim 1 7 wherein the gene therapy vector is an adenovirus-based gene 
therapy vector comprising adenovirus inverted terminal repeats and the minimal sequences 
necessary for efficient replication and packaging and DNA encoding cystic fibrosis 

35 tranmembrane conductance regulator. 

21 . The method of claim 20 wherein the gene therapy vector further comprises PGK 
promoter operably linked to the DNA encoding cystic fibrosis transmembrane conductance 
regulator. 
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22. The method of claim 1 7 wherein the gene therapy vector is an adenovirus-based gene 
therapy vector comprising an adenovirus genome which has been deleted for all E4 open 
reading frames, except open reading frame 6, and additionally comprising DNA encoding 

5 cystic fibrosis transmembrane conductance regulator. 

23 . The method of claim 22 wherein the gene therapy vector further comprises PGK 
promoter operably linked to the DNA encoding cystic fibrosis transmembrane conductance 
regulator. 

10 

24. The method of claim 1 7 wherein the gene therapy vector is an adenovirus-based gene 
therapy vector comprising an adenovirus genome which has been deleted for all E4 open 
reading frames, except open reading frame 6, and has been deleted for the Ela and Elb regions 
of the genome, which are involved in early stages of viral replication, and additionally 

1 5 comprising DNA encoding cystic fibrosis tranmembrane conductance regulator. 

25. The method of claim 24 wherein the gene therapy vector further comprises PGK 
promoter operably linked to the DNA encoding cystic fibrosis transmembrane conductance 
regulator. 
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Figure 15 
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Figure 19 
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Figure 35 
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CLINICAL SIGNS MONKEY C AGE 7 YEARS 



DATE 
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HEART RATE 


RESPRATE 


"IbMPERATURE 
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(breath/min) 


(Celsius) 
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5/1 1/93 
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1 6 


O / -O 
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38.1 
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37.4 
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114 
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38.3 
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38.3 
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Figure 39A 



CLINICAL SIGNS MONKEY D AGE 7 YEARS 
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Figure 39B 



CLINICAL SIGNS MONKEY E AGE 11 YEARS 
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Figure 42 
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Figure 43 
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